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^ (54) Title: NOVEL PROTEINS AND NUCLEIC ACIDS ENCODING SAME 

^ (57) Abstract: Disclosed herein are nucleic acid sequences thai encode novel polypeptides. Also disclosed are poly pepiides encoded 
by ihcse nucleic acid sequences, and antibodies, which immunospecifically-bind to the polypeptide, as well as derivaiivcs. variants, 
Q muiants, or fragments of ihe aforementioned polypeptide, polynucleotide, or aniibody. The invention further discloses ichrapcuiic, 
diagnosiic and research methods fordiagnosis, u-eatment, and prevention of disorders involving anyone of these novel human nucleic 
acids and proteins. 
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NOVEL PROTEINS AND NUCLEIC ACIDS ENCODING SAME 

FIELD OF THE INVENTION 

The invention generally relates to novel nucleic acids and polypeptides encoded 

thereby. 

5 

BACKGROUND OF THE INVENTION 

Eukaryotic cells are subdivided by membranes into multiple functionally distinct 
compartments that are referred to as organelles. Each organelle includes proteins essential for 
its proper function. These proteins can include sequence motifs often referred to as sorting 
10 signals. The sorting signals can aid in targeting the proteins to their appropriate cellular 
organelle. In addition, sorting signals can direct some proteins to be exported, or secreted, 
from the cell. 

One type of sorting signal is a signal sequence, which is also referred to as a signal 
peptide or leader sequence. The signal sequence is present as an amino-terminal extension on a 
1 5 newly synthesized polypeptide chain. A signal sequence can target proteins to an intracellular 
organelle called the endoplasmic reticulum ("ER"). 

The signal sequence takes part in an array of protein-protein and protein-lipid 
interactions that result in translocation of a polypeptide containing the signal sequence through 
a channel in the ER. After translocation, a membrane-bound enzyme, named a signal 
20 peptidase, liberates the mature protein from the signal sequence. 

The ER functions to separate membrane-bound proteins and secreted proteins from 
proteins that remain in the cytoplasm. Once targeted to the ER, both secreted and 
membrane-bound proteins can be further distributed to another cellular organelle called the 
Golgi apparatus. The Golgi directs the proteins to other cellular organelles such as vesicles, 
25 lysosomes, the plasma membrane, mitochondria and microbodies. 

Secreted and membrane-bound proteins are involved in many biologically diverse 
activities. Examples of known secreted proteins include human insulin, interferon, 
interleulcins, transforming GENX-beta, human growth hormone, erythropoietin, and 
' lympholcines. Only a limited number of genes encoding human membrane-bound and secreted 

30 proteins have been identified. 

The invention generally relates to nucleic acids and polypeptides encoded by them. 
More specifically, the invention relates to nucleic acids encoding cytoplasmic, nuclear, 

1 
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membrane bound, and secreted polypeptides, as weU as vectors, host cells, antibodies, and 
recombinant methods for producing these nucleic acids and polypeptides. 

SUMMARY OF THE INVENTION 

The invention is based in part upon the discovery of nucleic acid sequences encoding 
5 novel polypeptides. The novel nucleic acids and polypeptides are referred to herein as NOVX, 
or NOVl, N0V2, N0V3, N0V4. N0V5, N0V6, N0V7. N0V8, N0V9, NOVIO, NOVl 1. 
N0V12, N0VI3, N0V14, N0V15 and N0V16 nucleic acids and polypeptides. These 
nucleic acids and polypeptides, as well as variants, derivatives, homologs, analogs and 
fragments thereof, will hereinafter be collectively designated as "NOVX" nucleic acid or 
10 polypeptide sequences. 

In one aspect, the invention provides an isolated NOVX nucleic acid molecule 
encoding a NOVX polypeptide that includes a nucleic acid sequence that has identity to the 
nucleic acids disclosed in SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 
83, 90, 92, 100 and 102. In some embodiments, the NOVX nucleic acid molecule will 
15 hybridize under stiingent conditions to a nucleic acid sequence complementary to a nucleic 
acid molecule that includes a protein-coding sequence of a NOVX nucleic acid sequence. The 
invention also includes an isolated nucleic acid that encodes a NOVX polypeptide, or a 
fragment, homolog, analog or derivative thereof. For example, the nucleic acid can encode a 
polypeptide at least 80% identical to a polypeptide comprising the amino acid sequences of 
20 SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42. 44, 50, 52, 54, 60, 62, 64. 70, 72, 74, 76. 
82, 89, 91, 99 and 101. The nucleic acid can be, for example, a genomic DNA fragment or a 
cDNA molecule that includes the nucleic acid sequence of any of SEQ ID N0S:2, 9, 1 1, 19, 
27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102. 

Also included in the invention is an oligonucleotide, e.g., an oligonucleotide which 
25 includes at least 6 contiguous nucleotides of a NOVX nucleic acid {e.g.. SEQ ID N0S:2, 9, 
11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73. 75, 83, 90, 92, 100 and 102) or a complement of 
said oligonucleotide. 

Also included in the invention are substantially purified NOVX polypeptides (SEQ ID 
N0S:1, 8. 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 
30 9 1 , 99 and 1 0 1 ). In certain embodiments, the NOVX polypeptides include an ammo acid 
sequence that is substantially identical to the amino acid sequence of a human NOVX 
polypeptide. 
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The invention also features antibodies that inimunoselectively bind to NOVX 
polypeptides, or fragments, homologs, analogs or derivatives thereof. 

In another aspect, the invention includes pharmaceutical compositions that include 
therapeutically- or prophylactically-effective amounts of a therapeutic and a pharmaceutically- 
acceptable carrier. The therapeutic can be, e.g., a NOVX nucleic acid, a NOVX polypeptide, 
or an antibody specific for a NOVX polypeptide. In a further aspect, the invention includes, in 
one or more containers, a therapeutically- or prophylactically-effective amount of this 

pharmaceutical composition. 

In a further aspect, the invention includes a method of producing a polypeptide by 
culturing a cell that includes a NOVX nucleic acid, under conditions allowing for expression 
of the NOVX polypeptide encoded by the DNA. If desired, the NOVX polypeptide can then 
be recovered. 

In another aspect, the invention includes a method of detecting the presence of a 
NOVX polypeptide in a sample. In the method, a sample is contacted with a compound that 
selectively binds to the polypeptide under conditions allowing for formation of a complex 
between the polypeptide and the compound. The complex is detected, if present, thereby 
identifying the NOVX polypeptide within the sample. 

The invention also includes methods to identify specific cell or tissue types based on 

their expression of a NOVX. 

Also included in the invention is a method of detecting the presence of a NOVX 
nucleic acid molecule m a sample by contacting the sample with a NOVX nucleic acid probe 
or primer, and detecting whether the nucleic acid probe or primer bound to a NOVX nucleic 

acid molecule in the sample. 

In a further aspect, the invention provides a method for modulating the activity of a 
NOVX polypeptide by contacting a cell sample that includes the NOVX polypeptide with a 
compound that binds to the NOVX polypeptide in an amount sufficient to modulate the 
activity of said polypeptide. The compound can be, e.g., a small molecule, such as a nucleic 
acid, peptide, polypeptide, peptidomimetic, carbohydrate, lipid or other organic (caibon 
containing) or inorganic molecule, as fiurther described harein. 

Also within the scope of the invention is the use of a therapeutic in the manufacture of 
a medicament for treating or preventing disorders or syndromes including, e.g., those 
described for the mdividual NOVX nucleotides and polypeptides herein, and/or other 
pathologies and disorders of the like. 
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The therapeutic can be, e.g., a NOVX nucleic acid, a NOVX polypeptide, or a NOVX- 
specific antibody, or biologicaily-active derivatives or fragments thereof. 

For example, the compositions of the present invention will have efficacy for treatment 
of patients suffering from the diseases and disorders disclosed above and/or other pathologies 
5 and disorders of the like. The polypeptides can be used as immunogens to produce antibodies 
specific for the invention, and as vaccines. They can also be used to screen for potential 
agonist and antagonist compounds. For example, a cDNA encoding NOVX may be useful in 
gene therapy, and NOVX may be useful when administered to a subject in need thereof By 
way of non-limiting example, the compositions of the present invention will have efficacy for 
10 treatment of patients suffering from the diseases and disorders disclosed above and/or other 
pathologies and disorders of the like. 

The invention fiirther includes a method for screening for a modulator of disorders or 
syndromes including, e.g., the diseases and disorders disclosed above and/or other pathologies 
and disorders of the like. The method includes contacting a test compound with a NOVX 
1 5 polypeptide and determining if the test compound binds to said NOVX polypeptide. Binding 
of the test compound to the NOVX polypeptide indicates the test compound is a modulator of 
activity, or of latency or predisposition to the aforementioned disorders or syndromes. 

Also within the scope of the invention is a method for screening for a modulator of ' 
activity, or of latency or predisposition to an disorders or syndromes including, e.g., the 
20 diseases and disorders disclosed above and/or other pathologies and disorders of the like by 
administering a test compound to a test animal at increased risk for the aforementioned 
disorders or syndromes. The test animal expresses a recombinant polypeptide encoded by a 
NOVX nucleic acid. Expression or activity of NOVX polypeptide is then measured in the test 
animal, as is expression or activity of the protein in a control animal which recombinantly- 
25 expresses NOVX polypeptide and is not at increased risk for the disorder or syndrome. Next, 
the expression of NOVX polypeptide in both the test animal and the control animal is 
compared. A change in the activity of NOVX polypeptide m the test animal relative to the 
control animal indicates the test compound is a modulator of latency of the disorder or 
syndrome. 

30 In yet another aspect, the invention includes a method for determining the presence of 

or predisposition to a disease associated with altered levels of a NOVX polypeptide, a NOVX 
nucleic acid, or both, in a subject (e.g., a human subject). The method includes measuring the 
amount of the NOVX polypeptide in a test sample from the subject and comparing the amount 
of the polypeptide in the test sample to the amount of the NOVX polypeptide present in a 
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control sample. An alteration in the level of the NOVX polypeptide in the test sample as 
compared to the control sample indicates the presence of or predisposition to a disease in the 
subject. Preferably, the predisposition includes, e.g., the diseases and disorders disclosed 
above and/or other pathologies and disorders of the Hke. Also, the expression levels of the new 
5 polypeptides of the invention can be used m a method to screen for various cancers as well as 
to determine the stage of cancers. 

In a fiirther aspect, the invention includes a method of treating or preventing a 
pathological condition associated with a disorder in a mammal by administering to the subject 
a NOVX polypeptide, a NOVX nucleic acid, or a NOVX-specific antibody to a subject (e.g., a 
10 human subject), in an amount sufficient to alleviate or prevent the pathological condition, hi 
preferred embodiments, the disorder, includes, eg., the diseases and disorders disclosed above 
and/or other pathologies and disorders of the like. 

In yet another aspect, the invention can be used in a method to identity the cellular 
receptors and downstream effectors of the invention by any one of a number of techniques 
15 commonly employed in the art. These include but are not limited to the two-hybrid system, 
affinity purification, co-precipitation with antibodies or other specific-interacting molecules. 

Unless otherwise defined, all technical and scientific terms used herein have tiie same 
meaning as commonly understood by one of ordinary skill in the art to which this invention 
belongs. Although methods and materials sunilar or equivalent to tiiose described herein can 
20 be used in the practice or testing of tiie present invention, suitable methods and materials are 
described below. All pubUcations, patent applications, patents, and other references 
mentioned herein are incorporated by reference in their entirety. In the case of conflict, the 
present specification, including defmitions. will control. In addition, the materials, methods, 
and examples are illustrative only and not intended to be limiting. 
25 Other features and advantages of the invention will be apparent firom the following 

detailed description and claims. 

DETAILED DESCRIPTION OF THE INVENTION 

The present invention provides novel nucleotides and polypeptides encoded thereby. 
Included in the uivention are the novel nucleic acid sequences and then: polypeptides. The 
30 sequences are collectively referred to as "NOVX nucleic acids" or "NOVX polynucleotides" 
and the corresponding encoded polypeptides are referred to as "NOVX polypeptides" or 
"NOVX protems." Unless mdicated otherwise, "NOVX" is meant to refer to any of the novel 
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sequences disclosed herein. Table A provides a summary of the NOVX nucleic acids and 
their encoded polypeptides. 



TABLE A. Sequences and Corresponding SEQ ID Numbers 



NOVX 


Internal 
Xdent i £ica tion 


SEQ ID 
NO (nt) 


SEQ 
ID NO 


Homology 


NOVl 


24CS017 


1 


2 


Kinesin like protein; 
Overlaps genomic clone with 
KIAA1236-like protein, 
predicted secreted 


N0V2 


24CS059; CG56403- 
01; 146556340 


8 


9 


Novel Nuclear Protein -like 
protein 


N0V3 


24SC113; CG56383-01 


10, 12 


11 


LiM-domain-containing Prickle- 
like, secreted -lik^^ n'rnJ-Ain 


N0V4 


24SC128; 0056824- 
01; 13374351; 
13374350; 13374349 


18, 20 


19 


hypothetical protein similar 
to Y71F9B.2 PROTEIN - 
Caenorhabditis elegans-like 
protein 


N0V5 


24SC239; 13374166; 
13374167; 13374355; 
13374356; 13374357; 
13374358; 13374359; 
13374360; 13374361; 
13374362 


26, 28 


27 


CG8441 PROTEIN-like protein 


NOV 6 


24SC300 


34, 36 


35 


eEIP-2B epsilon subunit-like 
protein 


N0V7 


24SC526; 13374363; 
13374364; 13374365; 

13 374366 


42, 44 


43 


heat shock factor binding 
protein 1-like protein 


N0V8 


24SC714; 13373973; 
13373974 


50 


51 


putative secreted protein- like 
protein 


N0V9 


6CS060; 13374352; 
13374353; 13374354 


52, 54 


53 


Kelch-like protein- like 
protein 


NOVIO 


100340173; 1373975; 
1373976; 1373977; 
1373978 


60, 62, 
64 


51 , 
63, 
65 


hvDOthetical 22 2 kDa nml-oin 
SLR0305-like protein; 
Transmembrane 


NOVll 


87938450; 


70 


71 


transposase-like protein 


NOV 12 


87917235; 13373979; 
CG92002-01 


72 


73 


Novel Leucine Zipper 
Containing Type II membrane 
like protein-like protein 


NOVl 3 


87919652; 


74, 76 


75 


P0794 8 tyrosine-protein kinase 
LYN-like protein 


N0V14 


87935554; 


82 


83 


015438 canalicular 
mult i specific organic anion 
transporter 2 -like protein; 
multidrug resistance 


NOVl 5 a 


100399281 


89 


90 


novel intracellular 
thrombospondin domain 
containing protein-like 
protein 


NOVlSb 


CG57356-01; 
159518754 


91 


92 


novel intracellular 
thrombospondin domain 
containing protein- like 
protein 


NOVl 6 a 


101330077 


99 


100 


FYVE finger-containing 
phosphoinositide kinase- like 
protein 


NOVl 6b 


CG57248-01; 
100391903 


101 

.,. 


102 


FYVE finger-containing 
phosphoinositide kinase -like 

protein 
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NOVX nucleic acids and their encoded polypeptides are useM in a variety of 
applications and contexts. The various NOVX nucleic acids and polypeptides according to the 
invention are usefiil as novel members of the protein families according to the presence of 
domains and sequence relatedness to previously described proteins. Additionally, NOVX 

5 nucleic acids and polypeptides can also be used to identify proteins that are members of the 
family to which the NOVX polypeptides belong. 

The NOVX genes and their conresponding encoded proteins are useful for preventing, 
treating or ameliorating medical conditions, e.g., by protein or gene therapy. Pathological 
conditions can be diagnosed by determining the amount of the new protein in a sample or by 

10 determining the presence of mutations in the new genes. Specific uses are described for each 
of the sixteen genes, based on the tissues in which they are most highly expressed. Uses 
include developing products for the diagnosis or treatinent of a variety of diseases and 
disorders. 

For example, NOV 1 is homologous to a kinesin-like superfamily of proteins. Thus, 
1 5 the NOV 1 nucleic acids, polypeptides, antibodies and related compounds according to the 
invention will be useful in therapeutic and diagnostic applications implicated in, for example; 
cancer {e.g. renal and/or gastric cancer), neurodegenerative diseases, diseases of vesicular 
transport, and infectious diseases, and/or other pathologies, diseases and disorders. 

Also, N0V2 is homologous to the Novel Nuclear Protein-like family of proteins. Thus 
20 N0V2 nucleic acids, polypeptides, antibodies and related compounds according to the 

invention will be useful in tiierapeutic and diagnostic applications implicated in, for example; 
cancer and/or other pathologies, diseases and disorders. 

Further, N0V3 is homologous to a family of LM-domain-containing Prickle-like 
proteins. Thus, the N0V3 nucleic acids and polypeptides, antibodies and related compounds 
25 according to the invention will be useful in therapeutic and diagnostic applications impUcated 
in, for example; dystonia-parkinsonism syndrome; dyskeratosis, hereditary benign 
intraepitiielial; developmental disorders, diseases of cytoskeletal function, cancer ie.g gastric, 
uterine, lung and/or renal cancer), neurodegenerative diseases (e.g. Alzheimer's disease, 
multiple sclerosis and stroke) and/or other pathologies, diseases and disorders. 
30 Also, NOV4 is homologous to the hypothetical protein similar to Y71F9B.2 PROTEIN 

- Caenorhabditis elegans-like family of proteins. Thus. N0V4 nucleic acids, polypeptides, 
antibodies and related compounds according to the invention will be useful in therapeutic and 
diagnostic appUcations impUcated in, for example; heart disease, stroke, autoimmune disease. 
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infectious disease, and cancer (e.g. renal and/or breast cancer) and/or other pathologies, 
diseases and disorders. 

Additionally, N0V5 is homologous to the CG8441 PROTEIN-Uke family of proteins. 
Thus N0V5 nucleic acids, polypeptides, antibodies and related compounds according to the 
5 invention will be useful in therapeutic and diagnostic apphcations implicated in, for example; 
cancer {e.g. breast and/or ovarian cancer) and/or other pathologies, diseases and disorders. 

Also, N0V6 is homologous to the eEff-2B epsilon subunit-like family of proteins. 
Thus NOV6 nucleic acids, polypeptides, antibodies and related compounds according to the 
invention will be useful in therapeutic and diagnostic applications implicated in, for example; 
1 0 cancer {e.g. breast and/or ovarian cancer) and/or other pathologies, diseases and disorders. 

Further, N0V7 is homologous to members of the heat shock factor binding protein 1- 
like family of proteins. Thus, the N0V7 nucleic acids, polypeptides, antibodies and related 
compounds according to the invention will be useful in therapeutic and diagnostic apphcations 
implicated in, for exanipie, cancer (e.g. breast and/or ovarian cancer) and/or other pathologies, 
15 diseases and disorders. 

Still further, N0V8 is homologous to the putative secreted protein-like protein family 
of proteins. Thus, N0V8 nucleic acids and polypeptides, antibodies and related compounds 
according to the invention will be useful in ther^eutic and diagnostic applications imphcated 
in, for example; cancer {e.g. liver, lung, ovarian and/or colon cancer), inflammatory diseases 
20 and/or other pathologies, diseases and disorders. 

Additionally, N0V9 is homologous to the Kelch-like protein-like family of proteins. 
Thus, N0V9 nucleic acids and polypeptides, antibodies and related compounds according to 
the invention will be useful in therapeutic and diagnostic applications implicated in Menkes 
disease, myoglobinuria/hemolysis due to PGK deficiency, and Wieacker-Wolff syndrome, 
25 neurological disorders, development-related pathologies and/or other various pathologies, 
diseases and disorders. 

NOVlOa, NOVIOb and NOVIOc are homologous to a hypothetical 22.2 kDa protein 
SLR0305-like protein family of proteins and the Type nib plasma membrane-like family of 
proteins. Thus, the NOV 10 nucleic acids, polypeptides, antibodies and related compounds 
30 according to the invention will be useful in therapeutic and diagnostic applications implicated 
in, for example; ACTH deficiency; Convulsions, familial febrile, 1; Duane syndrome; 
congenital Adrenal hyperplasia due to 1 l-beta-hydroxylase deficiency; glucocorticoid- 
remediable Aldosteronism; congenital Hypoaldosteronism due to CMO I deficiency; 
congenital Hypoaldosteronism due to CMO H deficiency; susceptibiUty to Nijmegen breakage 
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syndrome; Low renin hypertension; Anemia, Ataxia-telangiectasia, Autoimmume disease. 
Immunodeficiencies, kidney cancer, proliferative disease, immune-mediated disease, allergy, 
asthma, and psoriasis and/or other pathologies, diseases and disorders. 

NOVl 1 is homologous to a transposase-like protein family of proteins. Thus, the 

5 NOV 1 1 nucleic acids, polypeptides, antibodies and related compounds according to the 
invention will be useful in, for example; potential therapeutic applications such as the 
following: (i) a protein therapeutic, (ii) a small molecule drug target, (iii) an antibody target 
(therapeutic, diagnostic, drug targeting/cytotoxic antibody), (iv) a nucleic acid usefiil in gene 
therapy (gene delivery/gene ablation), (v) an agent promoting tissue regeneration in vitro and 

1 0 in vivo, and (vi) a biological defense weapon, and/or transposase-related pathologies, diseases 
and disorders. 

Also, NOV 12 is homologous to the Novel Leucine Zipper Containing Type 11 
membrane like protein-like family of proteins. Thus N0V12 nucleic acids, polypeptides, 
antibodies and related compounds according to the invention wiU be useful in therapeutic and 
1 5 diagnostic applications implicated in, for example; prostate cancer, lung cancer, diabetes, 
abnormal wound healing, congenital slow-channel myosthenic syndrome, asthma, IBD, 
contact hypersensitivity, infection disease, allorejection, autoimmunity, inflammation and/or 

other pathologies, diseases and disorders. 

Further, N0V13 is homologous to a family of P07948 tyrosine-protein kinase LYN- 
20 like proteins. Thus, the N0V13 nucleic acids and polypeptides, antibodies and related 

compounds according to the invention wiU be useful in therapeutic and diagnostic applications 
implicated in, for example; breast cancer, diabetes and/or other pathologies, diseases and 
disorders. 

Also, N0V14 is homologous to the 015438 canalicular multispecific organic anion 
25 transporter 2-like family of proteins. Thus, N0V14 nucleic acids, polypeptides, antibodies and 
related compounds according to the invention will be useful in therapeutic and diagnostic 
apphcations implicated in. for example; detoxification, drug resistance, multidrug resistance, 
inflammatory disease, cancer, liver disease and/or other pathologies, diseases and disorders. 

Additionally, NOVl 5 is homologous to the novel intracellular thrombospondin domain 
30 containing protein-like family of proteins. Thus NOVl 5 nucleic acids, polypeptides, 

antibodies and related compounds according to the invention will be useful in therapeutic and 
diagnostic applications implicated in, for example; systemic lupus erythematosus, autoimmune 
disease, astiraia, emphysema, scleroderma, allergy, ARBS; fertility, breast cancer, Uver 
differentiation, hypogonadism; angiogenesis, vascularization in CNS tissue undergoing 
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repair/regeneration, CNS-related cancers, diseases of the thyroid gland, immunological 
disease, diseases of the thyroid gland and pancreas as well as other metabolic and 
neuroendocrine diseases and/or other pathologies, diseases and disorders. 

Also, NOV 16a and NOV 16b are homologous to the FYVE finger-containing 
5 phosphoinositide Icinase-like family of proteins. Thus N0V16 nucleic acids, polypeptides, 
antibodies and related compounds according to the invention will be useful in therapeutic and 
diagnostic appHcations implicated in, for example; diabetes, obesity, fertility, signaling and/or 
other pathologies, diseases and disorders. 

The NOVX nucleic acids and polypeptides can also be used to screen for molecules, 

1 0 which inhibit or enhance NOVX activity or function. Specifically, the nucleic acids and 

polypeptides according to the invention may be used as targets for the identification of small 
molecules that modulate or inhibit, e,g,, neurogenesis, cell differentiation, cell proliferation, 
hematopoiesis, wound healing and angiogenesis. 

In one embodiment of the present invention, NOVX or a fragment or derivative thereof 

1 5 may be administered to a subject to treat or prevent a disorder associated with decreased 
expression or activity of NOVX. Examples of such disorders include, but are not limited to, 
cancers such as adenocarcinoma, leukemia, lymphoma, melanoma, myeloma, sarcoma, 
teratocarcinoma, and, in particular, cancers of the adrenal gland, bladder, bone, bone marrow, 
brain, breast, cervix, gall bladder, ganglia, gastrointestinal tract, heart, kidney, liver, lung, 

20 muscle, ovary, pancreas, parathyroid, penis, prostate, salivary glands, skin, spleen, testis, 

thymus, thyroid, and uterus; neurological disorders such as epilepsy, ischemic cerebrovascular 
disease, stroke, cerebral neoplasms, Alzheimer's disease. Pick's disease, Huntington's disease, 
dementia, Parkinson*s disease and other extrapyramidal disorders, amyotrophic lateral 
sclerosis and other motor neuron disorders, progressive neural muscular atrophy, retinitis 

25 pigmentosa, hereditary ataxias, multiple sclerosis and other demyelinating diseases, bacterial 
and viral meningitis, brain abscess, subdural empyema, epidural abscess, suppurative 
intracranial thrombophlebitis, myelitis and radiculitis, viral central nervous system disease, 
prion diseases including kuru, Creutzfeldt-Jakob disease, and Gerstmann-Straussler-Scheinker 
syndrome, fatal familial insomnia, nutritional and metabolic diseases of the nervous system, 

30 neurofibromatosis, tuberous sclerosis, cerebelloretinal hemangioblastomatosis, 

encephaiotrigeminal syndrome, mental retardation and other developmental disorders of the 
central nervous system, cerebral palsy, neuroskeletal disorders, autonomic nervous system 
disorders, cranial nerve disorders, spinal cord diseases, muscular dystrophy and other 
neuromuscular disorders, peripheral nervous system disorders, dermatomyositis and 

10 
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polymyositis, inherited, metabolic, endocrine, and toxic myopathies, myasthenia gravis, 
periodic paralysis, mental disorders including mood, anxiety, and schizophrenic disorders, 
akathesia, amnesia, catatonia, diabetic neuropathy, tardive dyskinesia, dystonias, paranoid 
psychoses, postherpetic neuralgia, and Tourette's disorder; and disorders of vesicular transport 

5 such as cystic fibrosis, glucose-galactose malabsorption syndrome, hypercholesterolemia, 
diabetes mellitus, diabetes insipidus, hyper- and hypoglycemia, Grave's disease, goiter, 
Cushing's disease, Addison's disease, gastrointestinal disorders including ulcerative colitis, 
gastric and duodenal ulcers, other conditions associated with abnormal vesicle trafficking 
including acquired immunodeficiency syndrome (AIDS), allergic reactions, autoimmune 

1 0 hemolytic anemia, proliferative glomerulonephritis, inflammatory bowel disease, multiple 

sclerosis, myasthenia gravis, rheumatoid arthritis, osteoarthritis, scleroderma, Chediak-Higashi 
syndrome, Sjogren's syndrome, systemic lupus erythiematosus, toxic shock syndrome, 
traumatic tissue damage, and viral, bacterial, fungal, hebninthic, and protozoal infections, as 
well as additional indications listed for the individual NOVX clones. 

15 The NOVX nucleic acids and proteins of the invention are useful in potential 

diagnostic and therapeutic applications and as a research tool. These include serving as a 
specific or selective nucleic acid or protein diagnostic and/or prognostic marker, wherein the 
presence or amount of the nucleic acid or the protein are to be assessed. These also include 
potential therapeutic applications such as the following: (i) a protein therapeutic, (ii) a small 

20 molecule drug target, (iii) an antibody target (therapeutic, diagnostic, drug targeting/cytotoxic 
antibody), (iv) a nucleic acid usefiil in gene therapy (gene delivery/gene ablation), (v) an agent 
promoting tissue regeneration in vitro and in vivOy and (vi) a biological defense weapon. 

Additional utilities for the NOVX nucleic acids and polypeptides according to the 
invention are disclosed herein. 

25 NOVl 

A disclosed NOVl nucleic acid of 1065 nucleotides (also referred to as 24CS017) 
encoding a novel kinesin-like protein is shown in Table 1 A. An open reading frame was 
identified beginning with an ATG initiation codon at nucleotides 1-3 and ending with a TAA 
codon at nucleotides 1063-1065. The start and stop codons are shown in bold letters in Table 

30 lA. 

Table 1 A. NOVl nucleotide sequence (SEQ ID NO:l), 

ATGACGGGGCTGCTCCTCCTCAGCCTCCAGTCAGGCTGTGTGGCAGCGATCACCTCCATGTCGATGGAGTGTCTGTG 
CAGTTTGGGAGCGAGGCTCTGCCTCTCTCGGTCTACCCTTGGGAGTGAAATAGTGACCGTCCCTTTGAGCCCGAGAG 
CTGGGGAGAAGGCCGTGCCTGTTAACAGCTGCCTGGACCCTCtCTGGAGAGCAGCAGAGAGAGGCGGGGCTGGAGGA 

11 



BNSDCXID: <WO 0216S99A2_I_> 



wo 02/16599 



PCT/USOl/26510 



10 



15 



20 



GATGTTGCCAAGAACCTAAGGGTGAAAO^^ 

CTCTTTCTTAAAGGTGGACCCACGGAAGAAGCAGATCACCTTGTAC^^ 

TCCAAAAGAGAGGOUiCCAGGTTCCTCCAAAGATGTTTGCCTTCXSATGCAGTTTTTCCA 

GAAGTGTGTGCAGGCACCGTGGCAGAQGTGATCCAGTCTOTTOTCAAOGGGGCAQAI^CTGCGTOTTCTC 

CCACGCCAAACTGGGAAAATCCTACACCATGATCGGAAAGGATGATTCCATGCAGAACCTGGQCATCATTCCCTGTG 

CCATCTCTTGGCTCTTCAAGCTCATAAACGAACGCAAGGAAAAGACCGGCGCCCGTTTCTCAGTCCGGGTTTCCGCC 

GTGGAAGTGTGGGGGAAGGAGGAGAACCTGCGGGACCTGCTGTCGGAGGTGGCCACGGGCAGCCTGCAGGACGGCCA 

GTCCCCGGGCGTGTACCTCTGTGAGGACCCCATCTGCGGCACGCAGCTGCAGAACCAGAGCGAGCTGCGGGCCCCCA 

CCGCAGAGAAGGCTGCCTTTTTCCTGGATGCCGCCATTGCCTCCCGCAGGAGCCACCAACAGGACTGTGATGAGGAC 

GACCACCGCAACTCACACGTGTTCTTCACACTGCACATCTACCAGTACCGGATGGAGAAGAGCGGGAAAGGGGGAAT 

TCTGCTTTCGATTTGGAATCTGAAAGTAGG6AGAAATCTTGAAAACAAGGAAACAGTTCATTAA 



A disclosed NOVl polypeptide (SEQ ED N0:2) encoded by SEQ ID N0:1 has 354 
amino acid residues and is presented in Table IB using the one-letter amino acid code. 
SignalP, Psort and/or Hydropathy results predict that NOVl has a signal peptide and is likely 
to be localized extracellularly with a certainty of 0.4562. In an alternative embodiment, 
NOVl is likely to be localized to the endoplasmic reticulum membrane with a certainty of 
0.1000, or to the endoplastic reticulum lumen with a certainty of 0.1000, or to the microbody 
vi>w*v,^i^vxiiv^ Willi a u^^iittuiiy ui u.iuuu. 1 iic iiiosc iiKciy cieavagc sue tor a iNOV 1 peptide Is 
between amino acids 16 and 17, i.e., at the dash between amino acids VAA-IT. NOVl has a 
molecular weight of 38525.7 Daltons. 



Table IB. Encoded NOVl protein sequence (SEQ ID NO:2). 



MTGLLLLSLQSGCVAA/ITSMSMECLCSIXSARLCLSRSTLGSEIVTVPLSPRAGEKAVPVNSCLDPLVmAA 

VAKNLRVKVMLRICSTIJUIDTSESSSFLKVDPRKKQITLYDPLTCGGQNAFQKRGNQVPPKMFAFDAVFPQDASQAEVC 

AGTVAEVIQSVWGADGCVFCFGHAKLGKSYTMIGKDDSMQNLGIIPCAISWLFKLINERKEKTGARFSVRVSAVEVWG 

KEENLRDLLSEVATGSLQDGQSPGVYLCEDPICGTOIiQNQSELRAPTAEKAAFFLDAAIASRRSHOQDCDEDDHRNSHV 
FFTLHIYQYRMEKSGKGGILIiSIWNLKVGRNLENKETVH 



In all BLAST alignments herein, the "E-value" or "Expect" value is a numeric 
indication of the probability that the aligned sequences could have achieved their similarity to 
the BLAST query sequence by chance alone, within the database that was searched. The 
Expect value (E) is a parameter that describes the number of hits one can "expect" to see just 
by chance when searching a database of a particular size. It decreases exponentially with the 
Score (S) that is assigned to a match between two sequences. Essentially, the E value 
describes the random background noise that exists for matches between sequences. 

The Expect value is used as a convenient way to create a significance threshold for 
reporting results. The default value used for blasting is typically set to 0.0001. In BLAST 2.0, 
the Expect value is also used instead of the P value (probability) to report the significance of 
matches. For example, an E value of one assigned to a hit can be interpreted as meaning that 
in a database of the current size one might expect to see one match with a similar score simply 
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by chance. An E value of zero means that one would not expect to see any matches with a 

similar score simply by chance. See, e.g., 
http://www.ncbi.nhn.nih.gov/Education/BLASTinfo/. 

In a search of public sequence databases, NOVl was found to have homology to the 
amino acid sequences shown in the BLASTP data listed in Table IC. 



Table IC. BLASTP results for NOVl 



Gene Index/ 
Identifier 



Protein/ Organism 



Length 
(aa) 



Identity 
(%) 



Positives 
(%) 



Expect 



Q9ULI4; 

AB033062; 

BAA86550.1 



KIAA1236 PROTEIN 
(FRAGMENT) homo sapiens 
6/2001 



1481 



155/222 
(70%) 



185/222 
(83%) 



4e-87 



Q99PU2; • 

KIF26B; 

BAB32487 



KXNESIN SUPERFAMILY 
PROTEIN 26B (FRAGMENT) . 
KIF26B, mus musculus 
6/2001 



130 



122/145 
(84%) 



126/145, 
(87%) 



7e-64 



Q99PT4; 

AB054031; 

BAB32495.1; 



KINESIN SUPERFAMILY 
PROTEIN 26A (FRAGMENT) . 
KIF26A, mus musculus 
6/2001 



147 



106/147 
(72%) 



130/147, 
(88%) 



2e-58 



Q9VLW2 ; 

AB003619; 

AAF52569.1 



CG14535 PROTEIN, 
drosophila melanogaster 

6/2001 



302 



69/165 
(42%) 



99/165, 
(60%) 



9e-28 



10 



1066 



The homology of these and other sequences is shown graphically in the ClustalW 
analysis shown in Table ID. In the ClustalW alignment of the NOVl protein, as well as all 
other ClustalW analyses herein, the black outlined amino acid residues indicate regions of 
conserved sequence (i.e., regions that may be required to preserve structural or functional 
properties), whereas non-highlighted amino acid residues are less conserved and can 
potentially be mutated to a much broader extent without altering protein structure or function. 



Table ID- ClustalW Analysis of NOVl 

1) Novel NOVl (SEQ ID NO: 2) 

2) BAA86550.1 partial sequence used (SEQ ID N0:3) 

3) KIF26B (SEQ ID N0:4) 

4) KIF26A (SEQ ID NO: 5) 

5) CG14535 (SEQ ID NO: 6) 

6) VAB-8L - partial sequence used (SEQ ID NO: 7) 



NOVl 

BAA86550.1 
KXF26B ' 
KIF26A 
CG14535 
VAB-8L 

NOVl 

6AA86550.1 

KIF26B 

KIF26A 



MTGLLLLSLQSGCVAAITSMSMECLCSIiGARLCLSRSTLGSEIVTVPLSP 5 0 

-- 1 



MATTSTSNMS 10 
1 



RAGEKAVPVNSCLDPLWRAAERGGAGGDVAKNLRVKVMLRICSTLARDTS 100 

1 



1 
1 
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C614535 
VAB-8L 



NOVl 

BAA86550.1 

KIF26B 

KIF26A 

CG14535 

VAB-8L 

NOVl 

BAA86550.1 

KIP26B 

KIF26A 

CG14535 

VAB-8I1 

NOVl 

6AA86550.1 

KIF26B 

KIF26A 

CG14535 

VAB-8L 

NOVl 

BAA86550.1 

KIF26B 

KIF26A 

CG14535 

VAB-8L 

NOVl 

BAA86550.1 
KIF26B 
KIF26A 
CG1453 5 
VAB-8I1 

NOVl 

BAA86550.1 

KIF26B 

KXF26A 

CG14535 

VAB-8L 

NOVl 

BAA86550.1 

KXF26B 

KIF26A 

CG14535 

VAB-8L 

NOVl 

BAA86550.1 

KXF26B 

KIF26A 

CG14535 

VAB-8L 



RNGGFCGALQRAPPPMPPTLIRRLSSRECYGVGKVKVMLRVADRDRNSGG 60 
MEACSSKTSLli 11 



FD 


AV 




FD 


AV 





ESSSFLia/DPRKKQlTiiYDP -LTCGGQNAFQKRGNQVP - - PKMFA 
-QVI'IjYDP-AAGPPGSAGPRRAATAAV-PKMFA 



tepdfmaldkkkrqvtltdprtacpppqaaqerapiwaa-pkmfaBBnl 
lhsplrtipklrlcasIissedvahgrcsltdqhlqiegknyskttBS^ 



147 
35 

1 
1 

109 
61 



PQDAsHAEVCAGTjVAEVJQSKVNHAgGCJVFCFl 
PQDSE^AEyCSGWADVJiQSgVSgABGCilFSFl 



pAKL 
[HMSL 
PAPT 



TGEDKfflSDVCASALSEVjl PABleHsBgCL 
RTDATSDDMYTAFI*SDT|INSg^ 



GKSYTMIGgDl*: 

gksytmigBd 
gksytmigSd 
gksytmigjd 

G 
G 



m s{ 

sgsgsasgsgvac.sI 

N- ' 



LRD 



KE E N 

pD Q^^^B 

gKB---EN 
@Hp---'Q"" 
ATKPDALgQDLl 



PCAISWLF 
PCAISWLF 
PCAISWLF 
PCAISWLF 




YKGgQggRQKS^ 

aldpn{3d-se 




lrd: 
slrd: 
s 

sSEdlls 




gB 



spgvyl 

QSPGVYL 
QSPGVYL 
QSPGVYL 



jEYGVYSHIKgNALFIHS 
PFNP- -gPRHRVjlKgC^ 




E 


L 


R 


AP 


282 




L 


R 


AP 


170 



Iaqjj^qs 

87 
98 

FFWSgYWN 254 

TgVFi-DjJiESgiigVE 189 




^lHaSstsragI 



-SGSDY 



■DH 
lARl 

ILgAgSTSRAGgG^i^S 
TESDDS PGI YIJIDDFLAVQRN 
T^VDHj^MIQD QhTHQ 






EKSGjCG 
EKCcblG 



F 
L 

lSBSv BS3 vekcg:cI- 

PPPSVRPFSSTQRSPDA- 
Fl|>jiSLQsQKji|GDKMiQG 



332 
220 
130 
147 
302 
235 



G ILLSIWN-- 340 

GMSGGRSRLHLIDLGSCEAAAGRAGEAAGGPLCLSLSALGSVILALVNGA 270 

- 130 

- 147 

- 302 

MTMPALGSILLAMVQRN 2 73 



G RRRLCFLDMGIGERNSTNGG' 



LKVG RNLENKETVH 354 

KHVPYRDHRLTMLLRESLATAGCRTTMIAHVSDAPAQHAETLSTVQLAAR 32 0 

130 

-- - 147 

-- - 302 



KHIPSRDSSVCQLIRCALSTSRFTTFVFSFG AKSDDNENIAHLACK 319 



IHRLRRKKAKYASSSSGGESSCEEGRARRPPHLRPFHPRTVALDPD 



lARTRAKSMVGHGRKSSGTMSTGTMESNSSSCG- 



■TTTITPG 



354 
370 
130 
147 
302 
363 
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Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Patp results 
include those Usted in Table IE. 



Table IE. Patp BLASTP Analysis for NOVl 




Sequences 
producing High- 
scoring Segment 
Pairs 


Protein/ Orgsmism 


Length 

# _ ... \ 
(aa) 


Identity 


Positive 


E Value 


patp:AAY51328 


Human KLIMP protein-H. 


1103 


29 


48 


1 . 6e- 11 


Patp:AAB36227 


Human kinesin- like 
protein HKLP 


1816 


29 


49 


8.2e-ll 


patp:AAB94768 


Human protein SEQ ID 
NO:15849-H. sapiens 


664 


29 


50 


6 .3e-10 


Patp:AAY06618 


Thermomyces 
lanuginosus Kinesin 
motor protein TL- 
gamma- Theirmomyces 
lanuginosus 


784 


26 


46 


1.4e-09 


Patp:AAY01632 


Amino acid sequence of 
centromere- associated 
protein-E - Xenopus sp 


2954 


38 


56 


1.8e-08 


Patp:AAG21666 


Arabidopsis thaliana 
protein fragment SEQ 

ID NO: 24303 - 

Arabidopsis thaliana 


452 


30 


57 


2.7e-08 



The presence of identifiable domains in NOVl, as well as all other NOVX proteins, 
was determined by searches using software algorithms such as PROSITE, DOMAIN, Blocks, 
Pfam, ProDomain, and Prints, and then determining the Intapio number by crossing the 
domain match (or numbers) using the Inteipro website (ht^:www.ebi.ac.uk/ interpro). 

10 DOMAIN results for NOVl as disclosed in Tables IF, were collected from the Conserved 
Domain Database (CDD) with Reverse Position Specific BLAST analyses. This BLAST 
analysis software samples domains found in the Smart and Pfam collections. 

Table IF lists the domain description from DOMAIN analysis results agamst NOVl. 
Tliis indicates that the NOVl sequence has properties similar to those of otha: proteins known 

1 5 to contain these domains. In a sequence aligranent herein, fiilly conserved single residues are 
calculated to determine percent homology, and conserved and "strong" semi-conserved 
residues are calculated to determine percent positives. The "strong" group of conserved amino 
acid residues may be any one of the following groups of amino acids: STA, NEQK, NHQK, 
NDEQ, QHRK, MILV, MILF, HY, FYW. 



Table IF. Domain Analysis of NOVl 


prodom analysis 

Sequences producing High- scoring Segment Pairs: 

0rdm:361 p36 (52) KINH(7) KINN(2) KF1(2) // PROTEIN M. . . 


High 
Score 

189 


Smallest Sum 
Probability 
P(N) 
3.2e-15 
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prdm: 12025 p36 (2) CYT1(2) // PROBABLE B-TYPE CYTOCHROME. 

prdm:29378 p36 (1) RPSW__STRCO // RNA POLYMERASE SIGMA FAC. 

prdni:14019 p36 (2) CIK6{2) // CHANNEL VOLTAGE-GATED POTA. 

prdm: 44434 p36 (1) ERYl SACER // ERYTHRONOLIDE SYNTHASE, . 



55 
57 
49 
49 



0.76 
0.93 
0.998 
0.998 



>prdm:361 p36 (52) KINH(7) KINN(2) KF1(2) // PROTEIN MOTOR ATP- BINDING 
MICROTUBULES COILED COIL KINESIN-LIKE CELL KINESIN MITOSIS, 170 aa. 

Identities = 43/108 (39%), Positives = 66/108 (61%) 

for NOVl: 139 to 246, and Sbjct: 61 to 168 

>prdm: 12025 p36 (2) CYT1(2) // PROBABLE B-TYPE CYTOCHROME TRICARBOXYLIC ACID CYCLE 
ELECTRON TRANSPORT HEME TRANSMEMBRANE, 48 aa. 
Identities = 13/21 (61%), Positives « 15/21 (71%) 



>prdm: 29378 p36 (1) RPSW^STRCO // RNA POLYMERASE SIGMA FACTOR WHIG. 
REGULATION/ SIGMA FACTOR; DNA-DIRECTED RNA POLYMERASE; DNA-BINDING, 
Identities = 14/42 (33%), Positives = 21/42 (50%) 



TRANSCRIPTION 
81 aa. 



>prdm:140l9 p36 (2) CIK6(2) // CHANNEL VOLTAGE - GATED POTASSIUM PROTEIN KVl . 6 IONIC 
TRANSMEMBRANE ION TRANSPORT GLYCOPROTEIN, 4 0 aa. 
Identities = 9/19 (47%) , Positives = 13/19 (68%) 

>prdm:44434 p36 (1) ERY1_SACER // ERYTHRONOLIDE SYNTHASE, MODULES 1 AND 2 (EC 
2.3.1.94) (ORF 1) (6- DEOXYERYTHRONOLIDE B SYNTHASE I) (DEBS 1). TRANSFERASE; 
ACYLTRANSFERASE; ANTIBIOTIC BIOSYNTHESIS; NADP; PHOSPHOPANTETHEINE; 
MULTIFUNCTIONAL ENZYME, 55 aa. 

Identities = 14/35 (40%) , Positives = 16/35 (45%) 
BLOCKS analysis 



AC# 

BL00411C 

BL00411B 

BL00411D 

BL00853G 

BL00509B 

BL01227A 

BL00094F 

BL01240B 

BL00487G 

BL00411A 

BL00370B 

BL00838C 

6L00486A 



Description 
Kinesin motor domain proteins. 
Kinesin motor domain proteins. 
Kinesin motor domain proteins. 
Beta-eliminating lyases pyridoxal -phosphate a 
Has GTPase-activating proteins. 
Uncharacterized protein family UPF0012 protei 
C-5 cytosine-specif ic DNA methylases proteins 
Purine and other phosphorylases family 2 prot 
IMP dehydrogenase / GMP reductase proteins. 
Kinesin motor domain proteins. 
PEP-utilizing enzymes phosphorylation site pr 
Interleukins -4 and -13 proteins. 
DNA mismatch repair proteins mutS family prot 



ProSite analysis 

Pattern- ID: ASN_GLYC0SYLATI0N PSOOOOl (Interpro) 
Pattern-DE: N-glycosylation site. Pattern-: N[^PJ [ST] [^P] 

pattern-ID: GLYCOSAMINOGLYCAN PS00002 (Interpro) 
Pattern-DE: Glycosaminoglycan attachment site. Pattern: SG.G 



Strength 


Score 


1642 


1283 


1185 


1156 


1217 


1107 


1858 


1105 


1280 


1073 


1059 


1072 


1186 


1045 


1350 


1039 


1525 


1029 


1284 


1019 


1554 


1015 


1661 


1011 


1290 


1010 


KOVl aa position 



275 



329 



Pattern- ID: PKC_PH0SPHO_SITE PS00005 (Interpro) 
Pattern-DE: Protein kinase C phosphorylation site 
pattern: [ST J . [rkJ 



Pattern-ID: CK2_PH0SPH0__SITE PS00006 (Interpro) 
Pattern-DE: Casein kinase II phosphorylation site 
Pattern: [ST].{2)[DE] 

pattern-ID: MYRISTYL PS00008 (Interpro) 
Pattern-DE; N-myristoylation site 
Pattern: G(*EDRKHPFYW) . {2} [STAGCN] Tp] 

Pattern- ID: ATP_GTP_A PS00017 (Interpro) 
Pattern-DE: ATP/GTP- binding site motif A (P-loop) 
Pattern: [AG] . {4}GK[ST] 

16 



49, 226, 297, 329 



61, 116, 152, 160, 230, 252 



12, 29, 73, 124, 171, 
201, 222, 256, 333 
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The disclosed NOVl nucleic acid encoding a kinesin-like protein includes the nucleic 
acid whose sequence is provided in Table 1 A, or a fragment thereof. The invention also 

5 includes a mutant or variant nucleic acid any of whose bases may be changed from the 

corresponding base shown in Table 1 A while still encoding a protein that maintains its kinesin 
-like activities and physiological functions, or a fragment of such a nucleic acid. The 
invention further includes nucleic acids whose sequences are complementary to those just 
described, including nucleic acid fragments that are complementary to any of the nucleic acids 

10 just described. The invention additionally includes nucleic acids or nucleic acid fragments, or 
complements thereto, whose structures include chemical modifications. Such modifications 
include, by way of nonlimiting example, modified bases, and nucleic acids whose sugar 
phosphate backbones are modified or derivatized. These modifications are carried out at least 
in part to enhance the chemical stability of the modified nucleic acid, such that they may be 

1 5 used, for example, as antisense binding nucleic acids in therapeutic appUcations in a subject. 
In the mutant or variant nucleic acids, and their complements, up to about 60% percent of the 

bases may be so changed. 

The disclosed NOV 1 protein of the invention includes the kinesin -Uke protein whose 
sequence is provided in Table IB. The invention also includes a mutant or variant protein any 

20 of whose residues may be changed from the corresponding residue shown in Table IB while 
still encoding a protein that mamtains its kinesin-like activities and physiological functions, or 
a fiinctional fragment thereof In the mutant or variant protein, up to about 60 % percent of 
the residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as Fab or 

25 (Fab)2, that bind inmiunospecifically to any of the proteins of the invention. Also encompassed 
within the invention are peptides and polypeptides comprising sequences having high binding 
affinity for any of the proteins of the invention, including such peptides and polypeptides that 
are fused to any carrier partcle (or biologically expressed on the surface of a carrier) such as a 
bacteriophage particle. 

30 Kinesin family proteins are microtubule-based motor proteins that drive the transport 

of molecular component within the cell. Translocation of components within the cell is 
' critical for maintaining cell structure and fimction. 

Kinesin defmes a ubiquitous, conserved family of over 50 proteins that can be 
classified into at least 8 subfamilies based on primary amtino acid sequence, domain structure, 

35 velocity of movement, and cellular function. See review in: Moore and Endow (1996) 
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Bioessays 18:207-219; and Hoyt (1994) Cuit. Opin. Cell Biol. 6:63-68). The prototypical 
kinesin molecule is involved in the transport of membrane-bound vesicles amd organelles. 
This function is particularly important for axonal transport in neurons. Protein-containing 
vesicles are constantly transported jfrom the neuronal cell body along microtubules that span 
5 the length of the axon leading to the synaptic terminal. Failure to supply the synaptic terminal 
with these vesicles blocks the transmission of neural signals. In the fruit fly Drosophila 
melanogaster, for example, mutations in kinesin cause severe disruption of axonal transport in 
larval nerves which leads to progressive paralysis. See Hurd and Saxton (1996) Genetics 
144: 1075-1 085. This phenotype mimics the pathology of some vertebrate motor neuron 
10 diseases, such as amyotrophic lateral sclerosis (ALS). In addition to axonal transport, kinesin 
is also important in all cell types for the transport of vesicles from the Golgi complex to the 
endoplasmic reticulum. This role is critical for maintaining the identity and functionality of 
these secretory organelles. 

Members of the more divergent subfamilies of kinesin are called kinesin-related 
15 proteins (KRPs), many of which ,function during mitosis in eukaryotes as divergent as yeast . 
and human (Hoyt, supra). Some KRPs are required for assembly of the mitotic spindle. In vivo 
and in vitro analyses suggest that these KRPs exert force on microtubules that comprise the 
mitotic spindle, resulting in the separation of spindle poles. Phosphorylation of KRP is 
required for this activity. Failure to assemble the mitotic spindle results in abortive mitosis and 
20 chromosomal aneuploidy, the latter condition being characteristic of cancer cells. In addition, 
a unique KRP, centromere protein E, locahzes to the kinetochore of human mitotic 
chromosomes and may play a role in their segregation to opposite spindle poles. 

As described earlier, NOVl shares extensive sequence homologies with kinesin family 
proteins, including kinesin superfamily protein 26 A and 26B, and with kinesin-like proteins, 
25 including human kinesin-like motor protein (KLIMP), human kinesin-like protein (HKLP) and 
Thermomyces lanuginosus Kinesin motor protein TL-gamma. The structural similarities 
indicate that NOVl may function as a member of kinesin family proteins. Therefore, NOVl, 
like kinesin family proteins and kinesin-related proteins, may be associated with cancer, 
neurological disorders and disorders of vehicular transport. Accordingly, the NOVl nucleic 
30 acids and proteins identified here may be useful in potential therapeutic apphcations 

implicated in (but not limited to) various pathologies and disorders as indicated herein. For 
example, a cDNA encoding the kinesin-like protein NOVl may be useful in gene therapy, and 
the kinesin-like protein NOVl may be useful when administered to a subject in need thereof 
The NOVl nucleic acid encoding kinesin-like protein, and the kinesin-like protein of the 
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invention, or fragments thereof, may further be useful in diagnostic applications, wherein the 
presence or amount of the nucleic acid or the protein are to be assessed. Additional disease 
mdications and tissue expression for NOVl is presented in Example 2. 

Based on the tissues in which NOVl is most highly expressed, specific uses include 
5 developing products for the diagnosis or treatment of a variety of diseases and disorders. 

NOVl nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immuno-specifically to the novel NOVl substances for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described m the "Anti-NOVX Antibodies" 
10 section below. The disclosed NOVl protein has multiple hydrophilic regions, each of which 
c^n be used as an immunogen. In one embodiment, a contemplated NOVl epitope is from 
about amino acids 50 to 80. In another embodiment, a NOVl epitope is from about amino 
acids 100 to 150. In additional embodiments, NOVl epitopes are from about amino acids 190 
to 200, from about amino acids 205 to 275 and from about amino acids 280 to 330. These 
15 novel proteins can be used in assay systems for functional analysis of various human 

disorders, which will help in understanding of pathology of the disease and development of 
new drug targets for various disorders. 

NOVl 

A disclosed N0V2 nucleic acid of 7560 nucleotides (also referred to as 24CS059, 
20 CG56403-01 and 146556340) encoding a novel nuclear protein-like protein is shown in Table 
2A. An open reading frame was identified beginning with an ATG initiation codon at 
nucleotides 7170-7172 and ending with a TGA codon at nucleotides 7476-7478. A putative 
untranslated region upstream from the initiation codon and downstream from the termination 
codon is underiined in Table 2A, and the start and stop codons are in bold letters. 

25 \ . 

Table 2A. NOV2 nucleotide sequence (SEQ ID NO:8)- 

'" gtattctcagagctgccaggagtgcatcgagcctgtaatttcctgttctctgaatcccccatctttctgcagctccaagctt 

TGTCTCCCACAQCCTGTGACTCTGTGCTAACAAATCGCTATTGTC^^ 

G TCTGGTTTCTATTCAAATCCAGGTAGCGAGATATATGAATGGACTTTTCGAATOSTCATGTGAATAACG^^^ 

GAAGGCTCAGAGCCATGCTAGGAAGGATTAACTCGTAGGCTGACCACTAACATCCTTTGTGGTACGAGGGAGAAA 

A AGTOI^ATTTTATTCACACTTAATTTTCTATCCCATACCCCCAAAATAAGGCTAGCTA 

C ITAMTTTTAGTGTTTCTGTTGATAATGTGTAAGTTTGGGAAAATGCTAAGTAGCTTTTCACTTO^ 

f CTTTAAAGTTTTCTACCTTACATTTATTATAGCATAGTTATCTTTATAGCATAGATGCAGAAAGTAAGAGAGAGCT^ 

TOTCAAGAAAACAACCCTTTAAAATACTTTCCAACCCATGAAGGGAAAAATCCTCCTTTTTTCCCCCAAGTGCATTCTAC 

atta ctttgcatttttctcccaaagtccaaat-ttatgcaaagaaaataga;^ 

AAACA AGTCTGCTTCAAATTAGGAACCAACCTAAGCATTTGTAAAGTGTAG^^ 

ggaacctg aactatataattcataattctcatttttctgtggaaaattattttatctttctcctgtatacctgaaaaaatgt 

ccat aSgcttaaagggtcatgcttttacattccttccatatcacaggtactatgaagta^ 
ctcttaaactcagacag ctttgtaagcagtagtgtgtagattacaagagttagacaaaagcaggcgcgactg 

G TGGGGGAGAA GCTTGGGGCA CTTCCTGTCACTCAACACATTCCAGATCACTAAAA AA TTTCCACACCCTCrG^^^ 

t tgcccactccagttcccggtattttctgattccatatgttgtggtatttaccatac 
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AGACTGCTTCAGAGGGGATGCATTCCTTTAGATTGCACAAAGCGGAGCTGGGAAAATGGCTGGCAGTTT^ 

CGATCGCACGCATGAGCACCTCACACATCCATGTCCCTACCCGCCCCCCCGCTCCCGCCCCTGCAGCTGGCTGACCTG^^ 

ACCCACTGCTGGCCTATCGAACGGCCAGGACTGTCTGGTTTTGGCTCGTGCCTTTGTCCATGTCTGGCTTAGTTC^^^ 

TCTATGCT TGCCTCTACCCCCACCGCCCCAGGCGGCACAAGTGTTTGGCCACACAAAACTAGAGATAGAAAAGGT^^ 

ACTTCAAACTTTTCTAAATTCTCCAACAGTTTATTTCTTGTGAATTTCTTCCTTCTTTAAATACTCCATTTTAAGAAAACAA 

MAAATTAATTATCTAAAGGCAAAGAATGGAAAGCAACCTTTGTGTTCCTTATAATAACTGACTTCATAACTCTCTCCAGCT 

GCGTTATGGGATGTGTATAAAAAGCTTCTGTTCTGAGAACAAAGGAGCACGTGCAGAAATGAGACGAAAAAATCCACTGACA 

GTATTCCATTACACAAATTACTTAAAAGATTTTAGTCAAGCCCCTCAACAGATTCAATTTTAAAATGGCTTTTAGTTAAAA^ 

AAAAAAATTGAAAGTGCTTACCCAGTAAAAGAACCGAAGTAGTCCTGAACTGTTACGTAAGACTTTTTACAGTTGGATCTTT 

GTCAAAAGGGGATGGGGGTGATGGGAGAAAGCAGCAACGACAATCAAAAAAGTTCGAGCTGCTGTGGCTAGAGGACAACTTC 

TGTGTTTCCAGATAGGATTCTTGCTGTAGAAATGGAACTTCCAGCCAGCACAGCATCCTGTCCCAGTAGAGAAATGAGTTTG 

TCAGTTAATACjVAAAAAAAAATTAGATACTGGAACCCAGGCTAGACGAGGTATTGAACCGCGCCAGATTTCCTTGCAGCCCT 

GTCTGCTCAGCTCGCATTGAACTATATATGACCCAGATGATGGACAGAAGCACATTTAGTCATQTGCACACTGGAAGAAAGC 

GGATTTGCTGGTCCCTGGCAGTGCAGGGGTTTGTCTTCTGATTGGGCTGTGCCCTGATCGGTGAAATGTGAAGCCCTCACCA 

TTCAGAGGCCGTAATTCAGGACTGGCAGTTTGAGTGTCTGGCTGCCTCTAGTCACTGAGAGACTTTGAAGGTGTTGCTTTTG 

TTTGGTGGCATTACCCACCCAGAGGTTGCTTACACCTCTCTACTTGTGTCAGAAGAAATACTAGTCTTTCTGAAATACAAAT 

AGGCAGCCGATTTTTCCTGAATCCTAAATCACCCTATTGTTGATAAACTTGGCTCTAACTGAAACCAATTATTTGATTTGA^ 

AATTTATTGTGATCCTAACCAAGCTTCATATCCAGACCAACCCTTGGTCTTGATTTTATAGGTTTGATAAGGTAAAAATAAA 

AGTGGCATATTTGACTTTGAAGCCTCTATATGATATAAATTGCTCTTAATGAAAATTGGATAGATGGACAACAGAGAAGTGA 

AGTTTTAGATTCTGGAGTGTTTGGATGTATGAGGAAGAAGCTTTATGTCTTTTTATCCCCTTTGTGAGACTGTCACTCTTGT 

CCCAGTCCTAGTCACATTAGGGGTTGCTGGGGGGGGGAAGCTATGAAAGCATGGACCCTACTGAGCTGTGACATAGCCTTTA 

ATCATGCAAGACAGCCACGGTCTGCTCTCTTCAGTCTGTCTGAACTAGGGTCCTTGGGGTTTATTTTCCATCTTTCTGAGCC 

ACTGGGAAACCAGGTCATTATACAGGACTGTCATTTGTGACATTTTTGTTTAGTACATGGCAGTTGCTTTGTTTATTTAATG 

CAAGTTGACACTTCTTTAAAGTTTCAAAACAGTAAAGTTGTTTTGTGAGACCTTGACTCTGATATATGAAATCTACTCTACA 

TGGACCAATCATTTTTTTCCGTGGACTTTCTTGTCTCTTTAGAAATTAGCTTATAGAGTCCTAAATTGATACTTAAACATAC 

CAATAGTTCTGTTTATTTCTTGCCTTTCTCACAGTTGTTGAAATAATTCCATCTGTCTCTTTTGCTGTAAATTTTGGGTTTG 

GATGTTTGTACTT GGAAT TTTTTAGATGTTGACTATATTATGCAGCACCTTCCATATGAGGACTACCCCAGAATTATTCXCT 

TGTCTTAACCCGAGAAAAGCTGTTTTGATGCACTATTAGATATAAGAATGTTCGAAAGAAGAGGAGATGAGCACTCTCTTGC 

TTTTTGTAAGCCACAAGACAATCTTTTTTTTTTCTAAGTTGTGGTAAGGTATATGTAACATAAAATTGACTGTTGTAATAAT 

TTTTAAGTGTATAGTTCTGTGGTGTTAAGTGCATTCACGTTGTTTTGCAGCCTTCACCACCATCCATCCACCACAGAACTCT 

tCTCCTCTTGCAAAACTGAAATTCTCTACCTACCTGTTAAACACTAACTTGCCATTCTTCCCTCCCCCAGGCCCTGGGGACA 

ACCATCATTCTACTTTCTCTTTGATTTTTTGTTTTTTGTTTTTGGAGACGGAATTTTACTCTTGTTGCCCAAGCTGGGATGC 

AATGGCACTGTCTTGGCTCACTGCAACTTCCGCCTCCTGGGTTCAAGCAATTCTCCTTCCTCAGCCTCCTGAGTAGCTGGGA 

CTACAGGTGCCCACCACCACGCCTGGCtAGTTTTTGTATTTTTAGTAGACACGGGGTTTCACCATGTTGGCCAGGCTGGTCT 

CGAACTCGTGATCTCAAGTGATCCACCCACCTTGGCCTCCCAAAATCCTAGAATTACAGGCATGAGCCCACCGTGCCTAGCC 

TCTGTCTGTTTGCTTTTTGACTACTCTAGATACCTCATATAAGTGGAATAATACAAGATGTGTTCCCrTTTGACAGGC^^ 

TTCACTTAGCATGGTGTCCTCAAGGTTCATGCATGTTGTCGCATGTCAGAATTTCCTTACGTTTTAAGGCTGAATAATATAC 

CATTGCATGTGTATACTACTGTCTTAGTCCCTTTAGTGTTGCTGTAAAGGAATACCTGAGGCTGGGTAATTTATAAAGAAAA 

GAGGTTTATTTGGCTCATGGTTCTGCAAGCTGTACAAGAAGCATGGCACCAGCTTCTGGTGAGGGCCTCAAGCTGCCTCCAT 

TCATGGCACAAGGTGAAAGGGAGCTGGTGTGTGCAGAGATCACATGGTAGGAGAGGAGGAGGCAAGAGAGAGAAGAAGGAGG 

TGCCAGACTACTTTAAAACCATCAGCTTTTGCAGGGAGTTATAGAGCCAGCACTCACTGACTACTGCAAGAATGGCACCAAG 

ACATTCATGAGGGATCTGCCTTCATGACCCAGACACCTCCCACCAGGCCCCACCACCAACATAAGGGGTTAGATTTCAGCAT 

GAGACTCAATGAGGGGGGAGCAAACAAATTACATCCAAACTGTAGCAACCACATTTTGTTTATCCATTCATCTGTCAATGGA 

CACTTAAGTAGCTTCCACTTTTTTGCTATCAAGACAGTTTTTCTTGACTATTCTTAAAATCATGTGAGGGCTTCTTTACAGA 

GCTGTTCTGACCCATCTCAGAAGCTCTTTTCACTTTATAAGTTGTAAGGGTTTTGATGGGCCTTTTAACTCTAGAGACCAGC 

TAGTCCCTAACATCAGGTTTGCTAGAGAAGGGAAGATTCTTTCCAGCCTTCCTGGATGACACCTAATACATACTATATTCCT 

AGTAATTCTGTTATACTTAAGATTTATGGGTTCATCTTTCCTGTTACACTGTGAGCCCTTCCTGGGCTGGGACGATGGCCAG 

TTTCTCTTGAGTTGTGCCTTGTGCCTCTGTATAGGCACAGGGCCTATTATGAAGTAGATATCAATAAATATTAGTTGGAAA^ 

AATGTGAATTAGTAAATAATAATTTGTATTGGGTTTTTATGTGCCAGATGTTTTGAATACATTTAGCTAATTTAATCTTCAA 

AACAGTCCTTTCAGATACATATTGTTATCTTCATTTAATAGATGAGGGAACTTGTCAAAGGCCTCAGAGATGTAAAATGTAT 

AACTGGGATTTGAACCTTTGTTCAAATTGCTTGTTCTCGCTTGACTCAAGAGCCATTATGTTAGAGGCAGACTTCATAGTCA 

GTTGATGATCAGTGGGTTTGGAAACATGAAATTTAGCTCAGGCATCGGCTCCAAATTAAATACTCTTTCATTGGGCATTAGG 

AACTATACCCTTCTGATATGGCTCATGAATGGATGCTCAGAGGAAAGCTTGGCTCGTTAGTTACTTGGACCTTTTATAGGGA 

CTTTAGCTGAACAACTAATTGCTGAACTCAGTTGGCAAAGGCTCTTCTGTGGGT.ZLAATCCTCTTTCACATGTTATTTTGAAA 

GTGCAGTTAAATTCTAACATACATGATGTGGCCCTGGAATGGATGCATCAGTTTTCTTTATTCTGTTTGTTTGGCAGGTGTG 

TGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTACAAAAAAAAAAAATGTATGTATAAAAGCAACCAGTATCTAGGTATCAQ 

GAACAAAACAAAGGTTTTTATGGAGCTTACATTCTAATGGGGAGACAGAAAAATGAATTCTCAAAGTACTATGAAGTGAAAC 

ATGAAGCTACACTGTGAAGAAAATAGGGTAGTGTGGTGATGGAGAATGACTGACTGGTGGGATGTGGTGGATTGGGAGACAT 

CTTGAATGAGGAAGTATCGGGCTATGCCTCTCTGAGGAACCAAAGTATGCAAGCTGAGAGCCAAGTCATGACATGAAGAACC 

TCAGCCTACAAAGAGCCAGAAGAATGAACTGGGTAGTGGCAACAAGAA.ZVTGCAAGAGCTCTCATGTGGGATTGAGCTTAGTG 

TGCTTGAGGAGCCAAAAGGGTAGTATGGCTAAAATGGAGTGAATGCAAGTAGGGGTGATGTTGGAGAGGTGGGATGGGGCCC 

TATCACATAGGACCTTGTAAGCTATAGTAAGAAATTTGGGTTTTTTCCAAGTGTATTTTTTCCCAAATTTGTTTTTTTCCCC 

CCAAATAGTAGGACATTGGAAGGTTTTAAGCAGAATGGTAACTTGTTCTGCAGGCCGAAGAAGTCCTTGTGTGCAGTTCTTG 

TCTATGTTTAGTCCTCTGAGGCCCCCTTGACACTATCTTTAACTGGGGTTCCTCCCAAGCTGAGAATCTTGCCAAGGTTCTC 

ACATGTCAGTGGCCACCTTTGAGTGTCCTAGAAGAATCATATTTCTTTTATAACCATTTTGGGGCTAACATTGGTTTCATTG 

CCCTTTCCACAACAGAGAGGGTTTGTTCAACGAGAGCTTCTTCCAGCATTTTCATACATCACTGTTGCCTGGGTAGGGTTTT 

GCAGCCTGATTCTCTGTATTAATTTAGGATAAAATTCAGTTATTAATTAGACCTGATCTTTCTTTGTCAATAATTTAGAAGC 

ATATGTCCTCGGCACATAATGTTGGCTGACTGTTTGGTTAATAATATGTTCTTGAAGACATACTTCTGGAAATCTGAAATTG 

ATAAGT6AAGAGGAACTTTCTTACTATTCATAAATAAGGTTGTATTCAGCTATTCTGACTCTAGTAGGGTTAATTGCTAACA 
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TTTGACCTACATTATTTTATTTTTTCAATTTCTCAAAAACTCTGAAAAGTATAGGCCAGGGGCCTTGGCn'CATGCCTG 
GCCAGTG C TTTGGGACGCCATGGTGGAAGGATTGCTTGAGGCCAGGAGTTCGAGACCAGCCTTAGGA^ 

catatcta . caaaaaataaatttgcctggcttgatgatatgtgcgrgtagttctagttacttgtm 
cacttgagtgcaggagttcaaggctgcagtgagcta tgatgatgccaccatactccagga 
taaaaaacaacaacy^aaacaaacctctgacaaatacagaaaataacagca 
acatctagtattttcatagtaaaatatcatgtagtgtcatctgatactttcttctttttactaaa;^^ 

TGCAAGCTACTCAGTTGATTTCACAGCTTACTGAAGGGGCAGCCy^GAACTTTGGAAAGCACyiAAAGGTGAGAAAACTC^ 

tctggtggttaaatq acttgtccagtgtcacatagcaaggaagaggcagagctgagacttgaaccagagct^ 

TTCTTGCTCGTACTAT 



The N0V2 nucleic acid was identified on chromosome 9 by comparing the sequence to 
public databases. The N0V2 nucleic acid maps to the 9q33-34 locus, a region associated with 
endotoxin hyporesponsiveness (OMIM 603030), adrenocortical insufficiency without ovarian 
5 defect (OMIM 1 84757) and other diseases/disorders. Single nucleotide polymorphisms were 
identified for N0V2, as described in Example 3. It was found that N0V2 had homology to 
the nucleic acid sequences shown in the BLASTN data listed in Table 2B. 



Table 2B, BLASTN results for NO V2 




Gene Index/ 
Identifier 


Protein/ Organisai 


Begin- Bnd 


Length 
(nt) 


Identity 
(%) 


Expect 


AL158075 


Human DNA sequence from 
clone RP11-348K2 on 
chromosome 9q33 .1-34.13, 
complete sequence. 6/2001. 
Strand ~ Plus / Minus 


[1-7560] 

[3799-4086] 

[4584-4654] 

[5736-5773] 

[6954-7071] 

[7003-70713 


102867 


7560/7560 
(100%) 


0.0 


AK021895 


Homo sapiens cDNA PLJ11833 
fis, clone HEMBA1006579. 
9/2000. 


[1-2237] 


2237 


2234/2237 
(100%) 


0.0 



1 0 BLASTN homology of N0V2 to the GenBank Acc. No. ALl 58075 genomic clone in 

Table 2B depicts a proposed exon and intron structure for the N0V2 gene, which is most 
likely encoded on the AL158075 clone minus strand. The NOV2 nucleic acid is likely to be 
expressed in 10 week embryo and whole embryo, mainly head, based on its homology to 
GenBank Acc. No. AK021895. GenBank AK021895, disclosed in September 2000, has 

1 5 ' homology to the 5 ' untranslated NO V2 sequence. 

Exons were predicted by homology and the intron/exon boundaries were determined 
using standard genetic rules, as described in Example 1. Exons were fiirther selected and 
refined by means of similarity determination using multiple BLAST (for example, tBlastN, 
BlastX, and BlastN) searches, and, in some instances, GeneScan and Grail. Expressed 

20 * sequences fi-om both public and proprietary databases were also added when available to 
fiirther defme and complete the gene sequence. The DNA seiquence was then manually 
corrected for apparent inconsistencies thereby obtaining the sequences encoding the fiiU- 
length protein. 
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A disclosed N0V2 polypeptide (SEQ ID N0:9) encoded by SEQ ID N0:8 has 102 
amino acid residues and is presented in Table 2C using the one-letter amino acid code. 
SignalP, Psort and/or Hydropathy results predict that N0V2 has no known signal peptide and 
is likely to be localized in the nucleus with a certainty of 0.300. In altemative embodiments, a 
5 N0V2 polypeptide is located in the mitochondrial matrix space with a certainty of 0. 100, in a 
lysosome (lumen) with a certainty of 0. 100, or in a microbody (peroxisome) with a certainty of 
0.01 OL N0V2 has a molecular weight of 1 1 700.6 Daltons. 

Table 2C. Encoded NOV2 protein sequence (SEQ ID NO:9). 

IW^PPYSRMVTETLSLKKCX^QNKPLTNTENNSIHLIVPFYRQVTSSIFIVKYHWSSDTFFFLLKKKKSYLQATQL 
EGAARTLESTKGEKTEALWK 

10 No sequences were found in the EMBL, PIR or GenBank databases that had homology 

to the N0V2 polypeptide in an unfiltered BLASTP search (expectation value^l.O for input 
parameter). 

The presence of identifiable domains in N0V2, as well as all other NOVX proteins, 
was determined by searches using software algorithms such as PROSITE, DOMAIN, Blocks, 

15 Pfam, ProDomain, and Prints, and then determining the Interpro number by crossing the 
domain match (or numbers) using the Interpro website (http:www.ebi.ac.uk/ interpro). 
DOMAIN results for N0V2 as disclosed in Tables IE, were collected from the Conserved 
Domain Database (CDD) with Reverse Position Specific BLAST analyses. Tliis BLAST 
analysis software samples domains found in the Smart and Pfam collections. 

20 Table 2D lists the domam description from DOMAIN analysis results against N0V2. 

Table 2E provides the percent homologies of N0V2 to the domains found in the BLASP 
analyses. Homology to one or more domains indicates that the N0V2 sequence has properties 
similar to those of other proteins known to contain these domains, and is a likely 
phosphoprotein. 
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Table 2D. Domain Analysis of NOV2 






PRODOM Protein Domain Analysis 




Smallest Sum 




High 


Probability 


Sequences producing High- scoring Segment Pairs: 


Score 


P{N) 


prdm: 38396 p36 (1) DRTS_PLAFK - DIHYDROFOLATE REDUCTASE ... 


51 


0 .37 


prdm:48689 p36 (1) Y360__MyCGE - HYPOTHETICAL PROTEIN MG3 . . . 


51 


0.37 


prdm: 55080 p36 (1) DPOM^PODAN - PROBABLE DNA POLYMERASE ... 


61 


0.69 


prdm: 16122 p36 (2) PHAcTl) PHBC(l) - POLYMERASE SYNTHAS... 


46 


0.84 


prdm:24351 p36 (1) RS6_HAEIN - 30S RIBOSOMAL PROTEIN S6 


46 


0.84 


BLOCKS Protein Domain Analysis 






AC# Description 


Strength Score 
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&L00243G 

BL00951C 

BL01081 

BL00126A 

BL00764A 


Integrins beta chain cysteine -rich domain pro 
BR lumen protein retaining receptor proteins. 
Bacterial regulatory proteins, tetR family pr 
3 '5 '-cyclic nucleotide phosphodiesterases pro 
Endonuclease III iron- sulfur binding region p 




1511 
1661 
1354 
1312 
1181 


1011 
1002 
1002 
1000 
1000 


ProSlte Protein Domain Analysis AA of N0V2 
Pattern- ID: asn^GLYCOSYIiATION PSOOOOl (Interpro) 
Pattern-DE: N-glycosylation site 

Pattern: N[^P] [ST] [*P] 30 


(SEQ ID NO: 4) 


Pattern-ID: CAMP_PHOSPHO_SITB PS00004 (Interpro) 
Pattern-DE: cAMP- and cGMP- dependent protein kinase 
phosphorylation site 
Pattern: (RKJ {2). [ST] 


66 






Pattern-ID: 
Pattern-DE: 
Pattern: 


PKC__PHOSPHO_SITE PS00005 (Interpro) 
Protein kinase C phosphorylation site 
[ST] . [RK] 


15, 


90 




Pattern- ID: 
Pattem-DE: 
Pattern: 


CK2_PH0SPH0_SITE PS00006 (Interpro) 
Casein kinase II phosphorylation site 
[ST] .{2} [DE] 


26, 


91 




Pattern-ID: 
Pattem-DE: 
Pattern: 


MYRISTYL PSOOOOB (Interpro) 
N-myristoylation site 
Gt'EDRKHPFYW] . {2} [STAGCN] ["Pl 


83 







Table 2E. ProDom results for NOV2 


ProDom 
Identifier 


Protein/ Organism 


Length 
(nt) 


Identity 
(%) 


Positive 
(%) 


Kxpect 


prdm:38396 


p36 (1) DRTS_PLAFK - 
DIHYDROFOLATE REDUCTASE (EC 
1.5.1.3) / THYMIDYLATE SYNTHASE 
(EC 2.1.1,45) (DHFR-TS) . 
MULTIFUNCTIONAL ENZYME; 
OXIDOREDUCTASE ; TRANSFERASE; 
NADP; METHYLTRANSFERASE; 
NUCLEOTIDE BIOSYNTHESIS; ONE- ' 
CARBON METABOLISM 


52 


11/41 
(26%) 


24/41 
(58%) 


0.46 


prdm:48689 


p36* y360_MyCGE - HYPOTHETICAL 
PROTEIN MG360 


38 


14/34 
(41%) 


19/34 
(55%) 


0.46 


prdm: 55080 


p36 (1) DPOM_PODAN - PROBABLE 
DNA POLYMERASE (EC 2.7.7.7) DNA- 
DIRECTED DNA POLYMERASE 


135 


14/60 
(23%) 


28/60 
(46%) 


1.2 


prdm: 16122 


p36 (2) PHAC(l) PHBC(l) - 
POLYMERASE SYNTHASE PHA POLY 3- 
HYDROXYALKANOATE PHA- POLYMERASE 
POLYHYDROXYALKANOIC ACID 
BIOSYNTHESIS TRANSFERASE 


55 


14/37 
(37%) 


20/37 
(54%) 


1.8 


prdm: 24351 


36 (1) RS6_HAE1N // 30S 
RIBOSOMAL PROTEIN S6 . RIBOSOMAL 

PROTEIN; RRKA-BINDING 


35 


10/23 
(43%) 


14/23 
(60%) 


1.8 



Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Pa^ results 



include those listed in Table 2F. 
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Table 2F. Patp alignments of NOV2 


PatP 

Identifier 


Protein/ Organism 


Length 
(nt) 


Identity 
(%) 


Positive 
(%) 


Expect 


AAB43292 


Human ORFX ORF3056 polypeptide 
sequence SEQ ID NO:6112, 
PN=WO200058473-A2 


110 


69/101 
(68%) 


77/101 
(76%) 


3.46-29 


AAG02872 


Human secreted protein, SEQ ID 

NO: 6953, PN=EP1033401-A2 


144 


60/101 

(59%) 


73/101 

(72%) 


l.le-25 


AAR97079 


Respiratory Syncytial Virus 
antigenic fragment 30 


61 


15/30 
(50%) 


17/30 
(56%) 


2.1 


AAR97084 


Respiratory Syncytial Virus 
antigenic fragment 35 


51 


15/30 
(50%) 


17/30 
(56%) 


2.1 


AAR970aO 


Respiratory Syncytial Virus 
antigenic fragment 31 


59 


15/30 
(50%) 


17/30 
(56%) 


2.1 


AAR97081 


Respiratory Syncytial Virus 
antigenic fragment 32 


57 


15/30 
(50%) 


17/30 
(56%) 


2.1 


AAR97082 


Respiratory Syncytial Virus 
antigenic fragment 33 


55 


15/30 
(50%) 


17/30 
(56%) 


2.1 


AAR970e3 


Respiratoiry Syncytial Virus 
antigenic fragment 34 


53 


15/30 
(50%) 


17/30 
(56%) 


2.1 



The disclosed N0V2 nucleic acid encoding a nuclear protein -like protein includes the 
nucleic acid whose sequence is provided in Table 2A, or a fragment thereof. The invention 
also includes a mutant or variant nucleic acid any of whose bases may be changed from the 
5 corresponding base shown in Table 2A while still encoding a protein that mamtains its nuclear 
protein -like activities and physiological functions, or a fragment of such a nucleic acid. The 
invention ftirther includes nucleic acids whose sequences are complementary to those just 
described, including nucleic acid fragments that are complementary to any of the nucleic acids 
just described. The invention additionally includes nucleic acids or nucleic acid fragments, or 
10 complements thereto, whose structures include chemical modifications. Such modifications 
include, by way of nonlimiting example, modified bases, and nucleic acids whose sugar 
phosphate backbones are modified or derivatized. These modifications are carried out at least 
in part to enhance the chemical stability of the modified nucleic acid, such that they may be 
used, for example, as antisense binding nucleic acids in therapeutic applications in a subject. 
15 In the mutant or variant nucleic acids, and their complements, up to about 67% percent of the 
bases may be so changed. 

The disclosed N0V2 protein of the invention includes the nuclear protein -like protein 
whose sequence is provided in Table 2B, The invention also includes a mutant or variant 
protein any of whose residues may be changed from the corresponding residue shown in Table 
20 2B while still encoding a protein that maintains its nuclear protein -like activities and 

physiological fimctions, or a functional fragment thereof In the mutant or variant protein, up 
to about 66 % percent of the residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as Fab or 
(Fab)2,that bind immunospecifically to any of the proteins of the invention. 
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The above defined information for this invention suggests that this nuclear protein -like 
protein (NOV2) may function as a member of a nuclear protein family. Therefore, the N0V2 
nucleic acids and proteins identified here may be usefiil in potential therapeutic applications 
implicated in (but not limited to) various pathologies and disorders as indicated herein. The 
5 potential therapeutic applications for this invention include, but are not limited to: cancer 
research tools, for all tissues and cell types composing (but not limited to) those defined here, 
including cancerous and normal tissue, endotoxin hyporesponsiveness (OMIM 603030), 
adrenocortical insufficiency without ovarian defect (OMIM 184757) and other 
diseases/disorders. 

10 The N0V2 nucleic acids and proteins of the invention are usefiil in potential 

therapeutic applications implicated in cancer including but not limited to and/or other 
pathologies and disorders. For example, a cDNA encoding the nuclear protein -like protein 
(N0V2) may be usefiil in cancer ther^y, and the nuclear protein -like protein (N0V2) may be 
usefiil when administered to a subject in need thereof By way of nonlimiting example, the 

IS compositions of the present invention will have efficacy for treatment of patients suffering 
from diseases including but not limited to endotoxin hyporesponsiveness and cancer. The 
N0V2 nucleic acid encoding nuclear protein -like protein, and the nuclear protein -like protein 
of the invention, or fragments thereof, may fiirther be usefiil in diagnostic applications, 
wherein the presence or amount of the nucleic acid or the protein are to be assessed. 

20 N0V2 nucleic acids and polypeptides are fiirther usefiil in the generation of antibodies 

that bind immimo-specifically to the novel N0V2 substances for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the " Anti-NOVX Antibodies" 
section below. The disclosed N0V2 protein has multiple hydrophilic regions, each of which 

25 can be used as an immunogen. In one embodiment, a contemplated N0V2 epitope is from 
about amino acids 10 to 38. In another embodiment, aN0V2 epitope is from about amino 
acids 55 to 102. These novel proteins can be used in assay systems for fimctional analysis of 
various human disorders, which will help in imderstanding of pathology of the disease and 
development of new drug targets for various disorders. 

30 NOV3 

A disclosed N0V3 nucleic acid of 7380 nucleotides (also referred to as 24SC1 13) 
encoding a novel LIM-domain containing Prickle-like protein is shown in Table 3 A. An open 
reading frame was identified beginning with an ATG initiation codon at nucleotides 1991 to 
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1993 and ending with a TGA codon at nucleotides 2951 to 2953. The start and stop codons 
are in bold letters in Table 3 A. 



Table 3A. NOV3 nucleotide sequence (SEQ ID NO:10). 

GTGAGTCAGGGAGGAGAAAGGTAGGCTGCTTGGGCCGGTGGCCTTTTGTTCTTGCAATTCTCTTCTTCTC 
CCTAATTTCTGGTTCATTGCCTCTTTAGACAAGTCTCCAGAAGTTCTTCCTTGAAAGTCCAGGCTCAGGA 
ACTCTCAGCCACTGAAGATAAAGGCCACATTAGTCCCTTTTTCTGGGAAGCCGTGTATCATTACGCATCA 
GGAGAATGCAGGGGTCCTGGTCCACCCTACAGTCATAGCTTGAGGCTATATTCCCAGCAGGCTCTCCCCA 
CGGGAAGGGGCCCCAGCAGCTCCCAGTTTCCATTCTGCCAGTTTTACTGCTGCTATAAATU^GAGCCTGCT 
GTGTGACTGCCTTAGCAAAAGTCCTGCCTTAGAAAAAGCAATGAGAGGTGTTGGCTTAGTGCAGGTCACT 
TGCCCACCCCTGAATCAGTCCCTGGGTGCCAGGAGAGCAGATTTTTTTTGCTGGCCTATGTTGGGCCCCA 
GATCAGCTTTTGCCCCACCCAAAGCTCACGGCCTGAAGATGGCAGGGAAATGGTGTCCCACAGGGAGAGG 
AAGTCCTATAACCAGAAGAGGGCAGAGATGATGAGAAGGCAGAACCCCTGGGGCTGTGGGAGGCTCCCTT 
AGTACGCAGTGTGGCCAGGCTATATAAACCTGGCGCAGGCCTGTCACAGGGAGGAATCGTACCTCTTCCT 
TCCCTGATGAAATTAAGCAAAGGGTACTTACGCTCCCAGAGGGGCAGTAGCTTTGGCAATACCGTGTCTA 
GGTTTTTCTTTACCGAAAGCAGATTTTTCCTTAACAAGAGTTGAAATCCACATTTTTATTTCCCACTAAG 
TCTGTTGAGACTGCTTTAACGGAATAGCACAGACTGGGTGGCCTCTGAGTAACAGAAATGTATTGCTGAC 
AGTTCTGAAAGCTGGGAAGTTCAAACTCAAGGCACCAGCAAATGCAGTGTCTGCTGAGGGCCTGTTTTTT 
GTTTCCTGGATGATACTTTCTGGCAGAGTCATCATATAGTGGAAGGAGCAAACAGGCTCCCTTGGGCCTC 
TGTTATAAGGGCACTAATCTCATTCATGAGGTATCCACTCTCATGACCTAGTCACCTCCCAAAAAGCTCC 
ATCTCCTAATGCCATCACTTTAGGATTTAGGTGTTAAACTTAGGAGTTCTGAAGAAAACATTCACCATAG 
CATCCACTGAGTTGCTGCTGTGACTTACCCATTGGAATAGCATATGCTAGTAATGGGATTCACTCGATCT 
ATCTACACACAAAGAGCCCTGTCATACACCAGGCCATGTTCCAGGTCCTGGAGATGCTGTAGAAACTCAA 
TGAGTCTGTCCTCATAGAGCTTCACTTTTAGCGGGGGAGAGAAATAATAAACAGATGCATGTATATACTG 
TTGTAATGTAAAGCGGTATTAATGCTATCAAGAAAACTCCAGCAGGTAAGGGt 

CACTATTTAGTGTGGATAGGAAGACTTCTCAGAGGAGTTGGCTTTTGAGCAGATGCCTAACTAGAGTGAA 
GGAGATAGTGTCAATGTCATGGTTGAGAATAAGACTTCCTGGGTACAGATCTCGTCTCTGGTTCCTAGTT 
ATGTTACCCTGCCAAGTTACTTAGCCTCATCTGCCTCTACTTTCTCATGTGAAAACTGCAAATAATATTA 
GAAAGCTAGCTCAAGGAGCTGAQTGATTAAATGAGTTTACATATATAAAGCTCTTAAAGCAGTACATGAT 
CATACGTTAATATTACTATTGCTATTTGTCAGGGGGAAATQTGTCCCAGGCAGAAGGATTCATAGACAAQ 
CCATTTTAACCTAGAGTCTTTGTGCTTGGAGCAAATGAGTTAAGGCGCATACTGGTACAACAAGGACTTC 
TCGTAATAGGACGTGAATACCATTTACATAAGGGTCTGATTGTTGATTTATTGACAGTTTATCCTGCCGC 
ACCTGGAATCCTGAGACAAACCAAGGTGCTA TGTGTTTCACGTCCCAGTGCAGAGCTCTGAGCAGCTCAT 
CAGCCTCTCCAATGTCTCTCATTTTTTTAGGTATCGACCAAGGTCAAATGACCTATGATGGCCAACACTG 
GCATGCCACTGAGACCTGTTTCTGCTGTGCTCACTGCAAGAAATCCCTCCTGGGGCGGCCATTCCTCCCG 
AAGCAGGGCCAGATATTCTGCTCACGGGCCTGCAGTGCTGGGGAAGACCCCAATGGTTCTGACTCCTCTG 
ATTCCGCCTTCCAGAACGCCAGGGCCAAGGAGTCCCGGCGCAGTGCCAAAATTGGCAAGAACAAGGGCAA 
GACGGAGGAGCCCATGCTGAACCAGCACAGCCAGCTGCAAGTGAGTTCTAACCGGCTGTCAGCCGACGTA 
GACCCCCTGTCACTGCAGATGGACATGCTCAGCCTGTCCAGCCAGACACCCAGCCTCAACCGGGACCCCA 
TCTGGAGGAGCCGGGAAGAGCCCTACCATTATGGGAACAAGATGGAGCAGAACCAGACCCAGAGCCCTCT 
GCAGCTCCTCAGCCAGTGCAACATCAGAACTTCCTACAGTCCAGGAGGGCAAGGGGCTGGGGCCCAGCCC 
GAAATGTGGGGCAAGCACTTCAGCAACCCCAAAAGGAGCTCGTCACTGGCCATGACAGGACATGCTGGCA 
GCTTCATCAAGGAATGCCGAGAAGACTATTACCCGGGGAGGCTGAGATCTCAGGAGAGCTACAGTGATAT 
GTCTAGTCAGAGTTTCAGTGAGACCCGAGGCAGCATCCAAGTCCCCAAATATGAGGAGGAAGAGGAAGAG 
GAAGGGGGCTTGTCCACTCAGCAGTGTCGGACCCGTCATCCCATCAGTTCCCTGAAATACACAGAGGACA 
TGACGCCCACAGAGCAGACCCCTCGGGGCTCCATGGAATCCCTGGCCCTGTCTAATGCAACAGGTAGGTT 
CTGTTCACCTTG AAAACAGATAGAAAGGGGGTAGTCTCTGGGTGACTGGATGCTGGTCCCCAGGAATTTT 
TTTTTTTTTTGAAATGGAGTCTCGCTCTGTCCCCCAGGCTGGAGTGCAGTGGCACGATCTCCGCTCACTG 
CAAGCTCCACCTCCCGGGTTCACGCCATTCTCCTGCCTCAGCCTCACGAGTAGTTGGGACTACAGGTGCC 
CGCCACCATGCCTGGCTAATTTTTTTGTATTTTTAGTACACACGTGTTTCACCGTGTTAGCCGGGATGTT 
CTCGATCTCCTGACCTCGTGATCCACCTGCCTCGGCCTCCCAAAGTGGTAGGATTACAGGCGTGAGCCAC 
CGTGCCCAGCCTGGTCCTCCGGATTTTAATGTTGTTTCTGCCACGTGCCCTCTTCTAATAGGCTGCTGAG 
GAAGGTAAACCCAAGTTTGAGATGGCTTCTATCTTTGATGGGCTTCCCTGTAAACAAAGCCTGAGACAGG 
TCCAGATGCCTGTGATGTACTGAGGQAGTGCTCTCAQGAGAAGGGGAGTGAGAGA/^GAGGACAGAGCAT 
GGGGAGGAGCCAAGTGAGGAATGGTGTCTTCACTGGGGTCTGGCTTCTGCCTGATCCCACAGGGGACTCT 
GATGGATGAGTTGCACTATAGAATCAATTGCTTCTTGTGACGAAGGGGCTGATGTTTTGTACCATCGTGT 
TAGTTGGTCATCAGCTTTGGGCTGCTGAGGAGTGACAAAGGGATGAGATAGTGGATGTGGGCTTGGGGCA 
AGGCAGCTCCTGTTGGCCAAAGGCAGCATTAAAGAAAGAAAATACTATGGTCTGAATGT I TTCCCCAA^ 
TTCTTAAATTAAGATCCTAAATCCCAAGGTGATGGCATTAGGAGAAGGGGCCTTTTGGGAGGTGATTAAG 
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tcatgagagtggagacctcatgaatgggattaatgcccttataaaagaggtccaagggaacttgtttgcc 
ccttgtaccatatgaaggtggagaaggtgtagctgtgagctgatggc ^ ractcacagcacctggagccc 
agttgccccagcgtggtgctgcctggggcaccaaagcatccatgac; :'tctgagactgttctgaacct 
gtttctcaccagggaactggcttcaaagtgcagataaagacataag; :gtttggctagacaaggagaa 
gacaggcaggctgaaaagaacagaagtagagagagagagataatggc, . gcttctctctccagtgaagtt 
gtccagctggttttgtgtgcgtgggaagactgatgttggccaggcatggtggctcatgcctgtaatttca 
gcactttggggaggccaaggcaggaggatcacttgaggccaggagttggagaccagcctgggcaaccata 
gtgagactctgtctctacaaacatatatgtgtgtgtatatatataaaatatatagcgtgtgtatatatat 
atcatatataatatatattgtgtgtatatataatatataaatatatatgatataatatatacaaatgtgt 
tatatatatatatataaattagctggacttggtggcacatgcta^tagtcccagctacttaggagactaa 
agcjlggaggatcacttgagcccaggaagttgaggctgaactaagcaatgatcccacctctgcactccagc 
ctgggcagc^gagtgacaacctgtctctagaaaaaaaaaaaaaaaaatttaatattattgatttaatatt 
ttaaacattatttaaaaaatatttttaaatgtgggaaaaaatagagtaacgtagattttctctgtgatag 
tgctacttaaagcagaatctqaggataacactggctgagaactatcacccatcagcagtgagattagtac 

TTAACACCTATCAGCAGCGAGATTAGTACTGAAACTGGAAGTGTTAGAAACTTATAGCAGTTCGATGTTG 

CGGTGCCATCCAAGTGCGTTTTCAGCAGGCTTGTCTTATTGATCAGGTTATAGACCCATCAGGGTGTTAT 

AGAACTCACATACTGAGCTCTTTGTGCTTTGTGCTGTGTCTCAQACATGCTCAGCAGGGCCATATGTCGG 

TCCACAAGGGATTGAAAATGAAAACAAACTGGTCCTTCACCACTGATAGCTTGAGAAGAGTAGCGCTCTA 

AGATGTGCTAAGTATATCTGCCCCTTTGTGGGCAAGGTACCAGAGGAGGGAGATATACGTCTGCCCCTTA 

CAGCAAGGATTCCATAGCCGATGGTGTCTGGATAGAGACTGTGATAATGTTAGCCCCATTTGAAGGG 

GGCCACTGCTCAGCTCCAGCTGCTTGTTGCCATGTGCTGGGATATTTATGTATCCACCTAACCTTTATAT 

AGCTCTTGCAATGTGTCAAACATTGTTCTGAGCACGTCATAAATATTAGCTTGCTTAATTACATTGTCAT 

AACACTGTGAGGGAGGAATATTGTTATGATTCTCATTTCAGAGTTGAAGAAACAGAAATGGAGAGGTTGA 

GGGACTCACCCAAAGTCACTCAGCTTTCAGAGTGGTAGAGCAGGGATTTGAACCTGTGCATATGATTTCA 

GAACCTTGCTCTTAATCACACCAGGCTGCCAGTCTAATACAAGCCCCATCCTGTCAGATCTTCCAGTTTT 

TCCAGAGAAGTTAAAAATGTGGATTTTTAAAAATATGAAATCTATTTCAACACTGCTAGACAAACAAAAT 

GAGGCTCTGAGTTGTAGCTTGTCCATGCAGTGGGTTTTACTTTCTATCCTCCTCAAATACATCCACATCT 

GTGTTCCCATTTGTCCAAGAACAAAGAGTAGATATCCTCATCCCCATGTTTCAGATGGAAAAAAAAAAAA 

AAAATGAGGCCTTGGTGACTAAGCGCCTTGCCTGATGTCTTAGAAGGGAGCAATTAGTGCAGAGTGATGA 

CTGCCTGCTTCCAGCCCAGGTTATGTTATTCTCGAAAGATTTATGTGCTATAATTATTTAAGAGGACAGC 

AGATAAATATATACTTCAGCCTCTGAAGAAGAGTTTCTCAAAGCTAGACCACCTGCATTAGAATCATGGG 

TGTGCTTGATTCAAACATAGGCTCCTGGGCCTCCCCCTAACCCCTTGCATCAGAACTCTACAGAGGTGGG 

GCCCAGGAATCTGCATGTTAAGCAGATCTCTGCTGAGGCTGATGTGCACCATTGTCTGAGGGGAGATGTG 

CCTGGGTTTGTCTGCTCTGACTGTATCATCCTCACGTTGTGGCTCATGAGGAAATCAGAAGGGCTAGAGG 

TTGAGGAATGCTGGAAAGGGCAAGTGAGGAAGACACTCAATTTCCATTCCTAAGGAGGGAGTGGACGCGG 

TTTCCATTCCTAAAGAAGACATCATGGGAGATTTACTCTCATGATTTTCTAGGATCCTTGGGCAAAGCAA 

CTAATGCCCCTTTGCCTCAGATTTTTGGGAAGCAACCCTGGCCATGCCTGATAAAACTGAGGGAAAAAAA 

CTCCTGAGATCAGCACTGTCTAATATGGCAGCCATATGGGGCTGTGGAAATTTAAACGAATTAAAATTAA 

ATGAAATTAAAATTTCAGGCCATTAGTTGCACTAGACACATTTTAAGTACTCAACAGCAATGGCCTGAAG 

TTTAAATTTTATTTAATTTTAATTCTTTTAAATTTCAATAGCCTCCTGTGGCTAGAGGTGACCCTGCTAG 

AAGGTGCAGATGACAGAGTGAACTGATAAGATGGGCACGATATTAAGCCATCATTAGTCTCTGAAGTTCT 

TACATGAGCCCTAATTTTTTGTCTTTCTAATTAATTAATAGTTAGGATTACTGGTTCTGGAGTCACACTT 

GCTGGGATGAGATCAAGCCTTCATCATTTAGGAGTTGTGTGGCCTTGAACAAGTCACTTAAACTCTGCAA 

AACTCAATTTCCTCATCCATGGAATTTTGTGAATAAGTGGATAAAGGTGTTCCTGTAGTACTTCCTTTGT 

ATAGCTTTGGTGAGGGTTAAATGATAATTGCGTTTAAAATCATTAATATAGTCTTTGACACATATGACCT 

TCTATAATGGTTACCTGCGACTTTTTATTATTATTAATTCTTTCTCCTCCCAAACACACTGATTCAAGTT 

TTGACCTGTTGTGGCTACTAACTTCTCCCACCATCCACCAGCTGTGCAGGTTTGCATTTTAGATTTGAAA 

ATACTCCTGCATGGGCCAGGCGTGGTGGCTCACACCTGTAATCTCAACACTTTGGGAGGCCAAGGCAGGT 

GGATCACTTGAGGCCAGAAGTTCAAGACCAGCCTTGCCAACGTGGCAAAACCCCGTCTCTACTAAAAATA 

CAGAAATTAGCCAGGCATGGTGGTGCATGACTGTAGTTCCAGCTTTTTGGGAGGCTGAGGCACAAGAATC 

ACTTGAACCCAGGAGGCGGAGGTTTCAGTG 



The N0V3 nucleic acid was identified on chromosome 3. This information was 
assigned using OMIM, the electronic northern bioinformatic tool implemented by CuraGen 
Corporation, public ESTs, public literature references and/or genomic clone homologies. This 
was executed to derive the chromosomal mapping of the SeqCalling assemblies. Genomic 
clones, literature references and/or EST sequences that were included in the invention. 
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A disclosed N0V3 polypeptide (SEQ ID NO: 1 1) encoded by SEQ ID NO: 10 has 320 
amino acid residues and is presented in Table 3B using the one-letter amino acid code. 
SignalP results predict that N0V3 contains no known signal peptide, Psort and/or Hydropathy 
results predict that N0V3 is likely to be localized extracellularly with a certainty of 0.3700. In 
an alternative embodiment, N0V3 is likely to be localized to the lysosome lumen with a 
certainty of 0.1900, or to the endoplastic reticulum membrane with a certainty of 0.1000, or to 
the endoplastic reticulum lumen with a certainty of 0.1000. N0V3 has a molecular weight of 
35510.0 Daltons. 



Table 3B. Encoded NOV3 protein sequence (SEQ ID NO:ll). 



MCFTSQCRALSSSSASPMSLIFLGIDQGQMTYDGQHWHATETCFCCAHCKKSLLGRPFLPKQGQIFCSRACSA 

GEDPNGSDSSDSAFQNARAKESRRSAKIGKNKGKTEEPMLNQHSQLQVSSNRLSADVDPLSLQMDMLSLSSQT 

PSLTODPIWRSREEPYHYGNKMEQNQTQSPLQLLSQCNIRTSYSPGGQGAGAQPEMWGKHFSNPKRSSSLAMT 

GHAGSFIKECREDYYPGRLRSQESYSDMSSQSFSETRGSIQVPKYEEEEEEEGGLSTQQCRTRHPISSLKYTE 
DMTPTEQTPRGSMESIiALSNATGRFCSP 



10 The reverese complement for N0V3 is presented in Table 3C. 



Table 3C. Reverse complement of the NOV3 sense strand (SEQ ID NO:12). 



CACTGAAACCTCCGCCTCCTGGGTTCAAGTGP^rfC^^ 

CATGCCTGGCTAATTTCTGTATTTTTAGTAGAGACGGGGTTTTGCCACGTTGGCAAGGCTGGTCTTGAACTTCTGGCCTCA 

AGTGATCCACCTGCCTTGGCCTCCCAAAGTGTTGAGATTACAGGTGTGAGCCACCACGCCTGGCCCATGCAGGAGTATTTT 

CAAATCTAAAATGCAAACCTGCACAGCTGGTGGATGGTGGGAGAAGTTA6TAGCCACAACAGGTCAAAACTTGAATCAGTG 

TGTTTGGGAGGAGAAAGAATTAATAATAATAAAAAGTCGCAGGTAACCATTATAGAAGGTCATATGTGTCAAAGACTATAT 

TAATGATTTTAAACGO^TTATCATTTAACCCTCACCAAAGCTATACAAAGGAAGTACTACAGGAACACCTT^^ 

ATTCACAAAATTCCATGGATGAGGAAATTGAGTTTTGCAGAGTTTAAGTGACTTGTTCAAGGCCACACAACTCCTAAATGA 

TGAAGGCTTGATCTCATCCCAGCAAGTGTGACTCCAGAACCAGTAATCCTAACTATTAATTAATTAGAAAGACAAAAAATT 

AGGGCTCATGTAAGAACTTCAGAGACTAATGATGGCTTAATATCGTGCCCATCTTATCAGTTCACTCTGTCATCTGC^^ 

TCTAGCAGGGTCACCTCTAGCCACAGGAGGCTATTGAAATTTAAAAGAATTAAAATTAAATAAAATTTAAACTTCAGGCCA 

TTGCTGTTGAGTACTTAAAATGTGTCTAGTGCAACTAATGGCCTGAAATTTTAATTTCATTTAATTTTAATTCGTTTAAAT 

TTCCACAGCCCCATATGGCTGCCATATTAGACAGTGCTGATCTCAGGAGTTTTTTTCCCTCAGTTTTATCAGGC:^^ 

GGGTT6CTTCCCAAAAATCTGAGGCAAAGGGGCATTAGTTGCTTTGCCCAAGGATCCTAGAAAATCATGAGAGTAAATCTC 

CCATGATGTCTTCTTTAGGAATGGAAACCGCGTCCACTCCCTCCTTAGGAATGGAAATTGAGTGTCTTCCT(^^ 

TTCCAGCATTCCTCAACCTCTAGCCCTTCTGATTTCCTCATGAGCCACAACGTGAGGATGATACAGTCAGAGCAGACAAAC 

CCAGGCACATCTCCCCTCAGAOATGGTGCACATCAGCCTCAGCAGAGATCTGCTTAACATGCAGATTCCTGGG 

TCTGTAGAGTTCTGATGCAAGGGGTTAGGGGGAGGCCCAGGAGCCTATGTTTGAATCAAGCACACCCATGATTCTAATGCA 

GGTGGTCTAGCTTTGAGAAACTCTTCTTCAGAGGCTGAAGTATATATTTATCTGCTGTCCTCTTAAATAATTAT^^ 

AAATCTTTCGAGAATAACATAACCTGGGCTGGAAGCAGGCAGTCATCACTCTGCACTAATTGCTCCCTTCTAAGAC^^ 

GCAAGGCGCTTAGTCACCAAGGCCTCATTTTTTTTTTTTTTTTCCATCTGAAACATGGGGATGAGGATATCTACTCTTTGT 

TCTTGGACAAATGGGAACACAGATGTGGATGTATTTGAGGAGGATAGAAAGTAAAACCCACTGCATGGACAAGCTACAACT 

CAGAGCCTCATTTTGTTTGTCTAGCAGTGTTGAAATAGATTTCATATTTTTAAAAATCCACATTTTTAACTTCTCTGGAAA 

AACTGGAAGATCTGACAGGATGGGGCTTGTATTAGACTGGCAGCCTGGTGTGATTAAGAGCAAGGTTCTGAAATCATATGC 

ACAGGTTCAAATCCCTGCTCTACCACTCTGAAAGCTGAGTGACTTTGGGTGAGTCCCTCAACCTCTCCATTTCTGTTTCTT 

CAACTCTGAAATGAGAATCTlTAACAATATTCCTCCCTCACAGTGTrATGACAATGTAATTAAGCAAGCT^ 

GTGCTCAGAACAATGTTTGACACATTGCAAGAGCTATATAAAGGTTAGGTGGATACATAAATATCCCAGCACATGGCAACT^ 

A6CAGCTGGAGCTGAGCAGTGGCCGTCCCCTTCAAATGGGGCTAACATTATCACAGTCTCTATCCAGACACCATCGGCTAT 

GGAATCCTTGCTGTAAGGGGCAGACGTATATCTCCCTCCTCTGGTACCTTGCCCACAAAGGGGCAGATATACTTAGCACAT 

CTTAGAGCGCTACTCTTCTCAAGCTATCAGTGGTGAAGGACCAGTTTGTTTTCATTTTCAATCCCTTGTGGACCGACATA^ 

GGCCCTGCTGAGCATGTCTGAGACACAGCACAAAGOVCAAAGAGCrCAGTATGTGAGTTCTATAACACCCTGATGGGTCTA 

TAACCTGATCAATAAGACAAGCCTGCTGAAAACGCACTTGGATGGCACCGCAACATCGAACTGCTATAAGTTTCTAACACT 

TCCAGTTTCAGTACTAATCTCGCTGCTGATAGGTGTTAAGTACTAATCTCACTGCTGATGGGTGATAGTTCTCAGCCAGTG 

TTATCCTCAGATTCTGCTTTAAGTAGCACTATCACAGAGAAAATCTACGTTACTCTATTTTTTCCCACATTTAAAAATATT 

TTTTAAATAATGTTTAAAATATTAAATCAATAATATTAAATTTTTTTTTTTTTTTTTCTAGAGACAGGTTGTCACTCTGCT 

GCCCAGGCTGGAGTGCAGAGGTGGGATCATTGCTTAGTTCAGCCTCAACTTCCTGGGCTCAAGTGATCCTCCTGCTTTAGT 

CTCCTAAGTAGCTGGGACTATGAGCATGTGCCACCAAGTCCAGCTAATTTATATATATATATATAACACATTTGTATATAT 

TATATCATATATATTTATATATTATATATACACACAATATATATTATATATGATATATATATACACACGCTATATATT 

TATATArAC^lCACACATATATGTTTGTAGAGACAGAGTCTCACTATGGTTGCCCAGGCTGGTCTCCAACTCCTGGCCTCAA j 
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GTGATCCTCCTGCCrrTGGCCTCCCCAAAGTGCTGAAATTACAGGCATGAGCCACCATGCCTGGCCMCA^ 
CGCACACAAAACCAGCTGGACAACTTCACTGGAGAGAGAAGCATGCCATTATCTCTCTCTCTCTACTTCTGTTCTTTTC^^ 
CCTGCCTGTCTTCTCCTTGTCTAGCCAAACATTTCTTATGTCTTTATCTGCACTTTGAAGCCAGTTCCCTGGTGAGAAACA 
GGTTCAGAACAGTCTCAGAAGCTGTCATGGATGCTTTGGTGCCCCAGGCAGCACCACGCTGGGGCAACTGGGCTCCAGGTG 

CTGTGAGTACTGCCATCAGCTC;^b\GCTACACCTTCrCCACCTTCATATGGTACAAGGGGCAAACAAGm 

CTTTTATAAGGGCATTAATCCCATTCATGAGGTCTCCACTCTCATGACrTAATCACCTCCCAAAAGGCCCCrTCTCCT^^ 

GCCATCACCTTGGGATTTAGGATCTTAATTTAAGAATTTTGGGGAAAACATTCAGACCATAGTATTTTCTTTCTTTAATGC 

TGCCTTTGGCCAACAGGAGCTGCCTTGCCCCAAGCCCACATCCACTATCTCy^TCCCTTTGTCACTCCTCAGCAG 

CTGATGACCAACTAACACGATGGTACAAAACATCAGCCCCTTCGTCACAAGAAGCAATTGATTCTATAGTGCAACT . 

ATCAGAGTCCCCTGTGGGATCAGGCAGAAGCCAGACCCCAGTGAAGACACCATTCCTOVCTTGGCTCCTCCCCATGCrCTC 

TCCTCTTTCTCTCACTCCCCTTCTCCTGAGAGCACTCCCTOUSTACATCACAGGCT^TCTGGACCTGTCT 

ACAGGGAAGCCCATCAAAGATAGAAGCCATCTCyUWVCTTGGGTTTACCTTCCTa^GC^ 

CAGAAACAACATTAAAATCCGGAGGACCAGGCTGGGCACGGTGGCrCACGCCTGTAATCCT^^ 

CAGGTGGATCACGAGGTCyVGGAGATCGAGAACa^TCCOSGCTAACACGGTGAAACACGTGTGTACTAAAAAT^ 

TAGCCAGGCATGGTGGCGGGCACCTGTAGTCCCMCTACTCGTGAGGCTGAGGCAGGAGAATGGCGTGAAC^ 

GAGCTTGCy^GTGAGCGGAGATCGTGCCACriXXyVCTCCAGCCrGGGGGAa^ 

TTCCTGGGGACCAGCATCCAGTCACCmGAGACTACCCCCTTTCTATCTGTTTTCAAGGTGAACAGAACCTACCTGTTGCA 

TTAGACAGGGCCAGGGATTCCATGGAGCCCCGAGGGGTCTGCrCTGTGGGCGTCATGTCCTCTGTGTATTTCAGG^ 

ATGGGATGACGGGTCCGACACTGCTGAGTGGACAAGCCCCCTTCCTCTTCCTCTTCCTCCTCATATTTGGGGACTTGGAT^ 

CTGCCTCGGGTCTCACTGAAACTCTGACTAGACATATCACTGTAGCTCTCCTGAGATCTCAGCCTCCCCGGGTAATAGTCT 

TCTCGGCATTCCTTGATGAAGCTGCCAGCATGTCCTGTCATGGCCAGTGACGAGCTCCTTTTGGGGTTGCTGAAGTGCT^^ 

CCCCACATTTCGGGCTGGGCCCCAGCCCCTTGCCCTCCTGGACTGTAGGAAGTTCTGATGTTGCACTGGCTGAGGAGCTGC 

AGAGGGCTCTGGGTCTGGTTCTGCTCCATCTTGTTCCCATAATGGTAGGGCTCTTCCCGQCTCCTCCAGATGGGGTCCCGG 

TTGAGGCTGGGTGTCTGGCTGGACAGGCTGAGCATGTCCATCTGCAGTGACAGGGGGTCTACGTCGGCTGACAGCCGGTTA 

GAACTCACTTGCAGCTGGCTGTGCTGGTTCAGCATGGGCTCCTCCGTCTTGCCCTTGTTC^ 

CGGGACTCCTTGGCCCTGGCGTTCTGGAAGGCGGAATCAGAGGAGTCyVGAACCATTGGGGTCTTCCCCAGC^^ 

CGTGAGO^GAATATCTGGCCCTGCTTCGGGAGGAATGGCCGCCCCAGGAGGGATTTCITGCAGTGAGC^^ 

GTCTCAGTGGCATGCCAGTGTTGGCCATCATAGGTCATTTGACCTTGGTCGATACCTAAAAAAATGAGAGACATTGGAGAG 

GCTGATGAGCTGCTCAGAGCTCTGCACTGGGACGTGAAACACATAGCACCTTGGTTTGTCTCAGGATTC^^ 

GATAAACTGTCAATAAATCAACAATCAGACCCTTATGTAAATGGTATTCACGTCCTATTACGAGAAGTCCTTGTTGT^^ 

GTATGCGCCTTAACTCATTTGCTCCAAGCACAAAGACTCTAGGTTAAAATGGCTTGTCTATGAATCCTTCTGCCTGGGACA 

CATTTCCCCCTGACAAATAGCAATAGTAATATTAACGTATGATCATGTACTGCTTTAAGAGCTTTATATATGTAAACTC^^ 

TTAATCACTCAGCTCCTTGAGCTAGCTTTCTAATATTATTTGCAGTTTTCACATGAGAAAGTAGAGGCAGATGAGGCTAAG 

TAACTTGGCAGGGTAACATAACTAGGAACCAGAGACGAGATCTGTACCCAGGAAGTCTTATTCTCAACCATGACATTGACA 

CTATCTCCTTCACTCTAGTTAGGCATCTGCTCAAAAGCCAACTCCTCTGAGAAGTCTTCCTATCCACACTAAAT^^ 

CTCCATTACTCTCCACCCTTACCTGCTGGAGTTTTCTTGATAGCATTAATACCGCTTTACATTACAAC^^ 

ATCTGTTTATTATTTCTCTCCCCCGCTAAAAGTGAAGCTCTATGAGGACAGACTCIATTGAGTTTCTACAGaVTCTCCAGG^ 

CCTGGAACATGGCCTGGTGTATGACAGGGCTCTTTGTGTGTAGATAGATCGAGTGAATCCCATTACTAGCATATGCT^^ 

CAATGGGTAAGTCACAGCAGCAACTCAGTGGATGCTATGGTGAATGTTTTCITCaV 

CTAAAGTGATGGCATTAGGAGATGGAGCTTTTTGGGAGGTGACTAGGTCATGAGAGTGGATACCT 

GCCCTTATAAO^GAGGCCaw^GGGAGCCTGTTTGCTCCTTCCACTATATGATGACTCTGCCA^ 

CAAAAAACAGGCCCTCAGCAGACACTGCATTTGCTGGTGCCTTGAGTTTGAACTTCCC^^ 

CATTTCTGTTACTCAGAGGCCACCCAGTCTGTGCTATTCCGTTAAAGCAGTCTCAACAGACTTAGTGGGAAA^ 

GGATTTCAACTCTTGTTAAGGAAAAATCTGCTTTCGGTAAAGAAAAACCTAGACACGGTATTGCCAAAGCTACTGCCCCTC 

TGGGAGCGTAAGTACCCTTTGCTTAATTTCATCAGGGAAGGAAGAGGTACGATTCCTCCCTGTGACAGGCCTGCGCCAGGT 

TTATATAGCCTGGCCACACTGCGTACTAAGGGAGCCTCCCACAGCCCCAGGGGTTCTGCCTTCTCATCATCTCTGCCCTCT 

TCTGGTTATAGGACTTCCTCTCCCTGTGGGACACCATTTCCCTGCCATCTTCAGGCCGTGAGCTTTGGGTGGGGCAAAAGC 

TGATCTGGGGCCCAACATAGGCCAGCAAAAAAAATCTGCTCTCCTGGCACCCAGGGACTGATTCAGGGGTGGGCAAGTGAC 

CTGCACTAAGCCAACACCTCTCATTGCTTTTTCTAAGGCAGGACTTTTGCTAAGGCAGTCACACAGCAGGCTCTTO 

GCAGCAGTAAAACTGGCAGAATGGAAACTGGGAGCTGCTGGGGCCCCTTCCCGTGGGGAGAGCCTGCTGGGAATATAGCCT 

CAAGCTATGACTGTAGGGTGGACCAGGACCCCTGCATTCTCCTGATGC6TAATGATACACGGCTTCCCAGAAAAAGGGA 

AATGTGGCCTTTATCTTCAGTGGCTGAGAGTTCCTGAGCCTGGACTTTCAAGGAAGAACTTCTGGA^^ 

GCAATGAACCAGAAATTAGGGAGAAGAAGAGAATTGCAAGAACAAAAGGCmCCGGCCCAAGCAGCC^^ 

CTGACTCAC 

The full N0V3 amino acid sequence of the protein of the invention was found to have 
59 to 120 amino acid residues (49%) identical to, and 80 to 120 amino acid residues (66%) 
similar to, the 1011 amino acid residue SPTREMBL-ACC:Q9NDQ8 PRICKLE 2 from Ciona 
intestinalis. In additional searches of the public databases, N0V3 has homology to the amino 
acid sequences shown in the BLAST? data listed in Table 3D. 



Table 3D. BLAST results for N0V3 
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Matching Entry 
(in SwissProt + 
SpTrEMBL) 


Description 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


09NDQ8; AB036841/ 
BAB00618.1 


PRICKLE 2. ciona 
intestinalis 6/2001 


1011 


59/122 
(48%) 


78/122 
(64%) 


le-23 


Q9NDQ9; AB036840; 
BAB00617.1 


PRICKLE 1. ciona 
intestinalis. 
prickle 1. 6/2001 


1066 


58/122 
(48%) 


77/122 
(63%) 


le-22 


Q9U1I1; AJ251892; 
CAB64381,1 


LIM- DOMAIN PROTEIN 
(ESN PROTEIN) . 
drosophila 
melanogaster 
6/2001 


785 


47/89 
(53%) 


60/89 
(67%) 


2e-20 


076007; AJ011654; 
CAA09726.1 


TRIPLE LIM DOMAIN 
PROTEIN, homo 
sapiens 6/2001 


615 


38/61 
(62%) 


49/61 
(60%) 


4e-20 


Q9V4I9; AE003842; 
AAF59281.1 


CG11084 PROTEIN. 

drosophila 

melanogaster 6/2001 


1268 


47/105 
(45%) 


62/105 
(59%) 


8e-20 



The homology of these and other sequences is shown graphically in the ClustalW 
analysis shown in Table 3E. In the ClustalW alignment of the N0V3 protein, as well as all 
other ClustalW analyses herein, the black outlined amino acid residues indicate regions of 
conserved sequence (z.e., regions that may be required to preserve structural or functional 
properties), whereas non-highlighted amino acid residues are less conserved and can 
potentially be mutated to a much broader extent without altering protein structure or function. 



Table 3E. ClustalW Analysis of NOV3 



1) 

2) 
3) 
4) 
5) 
6) 



Novel NOV3 (SEQ ID NO; 11) 

Q9DQ8 (SEQ ID NO: 13) 

Q9DQ9 (SEQ ID NO: 14) 

Q9U1I1 (SEQ ID NO: 15) 

076007 (SEQ ID N0:16) 

Q9V4I9 c-ter fragment (SEQ ID NO: 17) 



N0V3 

Q9DQ8 

Q9DQ9 

Q9171I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9tJlIl 

076007 

Q9V4I9 

N0V3 
Q9DQ8 



1 
1 
1 
1 
1 

241 

11 
11 
11 
37 
11 
301 

35 
35 
35 
66 
41 
361 

35 
35 



MTMPgAATEQ 10 

--MTMpSaATEQ 10 

MtmpBaateq 10 

ELLQIEgGGTGL 36 

- MFARGSRRRR 10 

EEESPEQEAPKPALPPKQKQQRPVPPLPPPPANRVTQDQGTQPAAPQVPLQPtTgGDLQP 3 0 



■MQQAP- 



QQQQHPHP PSSS YYTQTES 



TRGTMPSNIDgKg 

trgtmpsnidBkB 
:TrgtmpsnidBiJ 

jTFASHSQR--raE| 

sgra'ppeaedSdr 



'--AGLDQDIVIRq 
■--AGLDQDIVIRd 

•--agldqdivirgI 

•AISQVASTAHLDvtesAASS 

•gqpcnscreqcBgfllhg- 



LNLSLRQRSLgR^^KPFKDAHDISFTFNELDTSAEPEVATGAAQQESNECRTPLTQISYL 
GSGGSAVSGGSGG APESAGRFVS PLQR- - 

qkiptlprhfspsgqglatppalgsggmglpssssasalyaaqaaagilptsplplqrhq 

IR-- 



■tenrvr- 

TENRVR- 



|rqsrrq|s 

RQSRRQgS VI 



35 
35 
35 
66 
41 
360 

35 
35 
35 
93 
41 
420 

55 
55 
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Q9DQ9 
Q9U1I1 
076007 
Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9aiii 

076007 
Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4Z9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3. 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9X)Q9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 



35 
93 
42 
421 

55 

55 

55 

133 

74 

481 

83 

83 

83 

163 

102 

541 

143 
143 
143 
223 
162 
601 

2 R 
2 R 

2 ia 

280 
222 
658 

263 
263 
263 
340 
282 
718 

323 
323 
323 
400 
342 
778 

383 
383 
383 
438 
383 
820 

443 
443 
443 
463 
395 
845 



503 
503 
503 
498 
411 
894 

563 



•TENRVR gRQS.RRQgS VRmR-- 55 

RHCQPP - SHLPLNSVASPlBtAJSTKsBaAVAGHGFI^ 133 

WRKICQHCKCP - BEEHAragVPVDLERIMCRLIS - - 74 

QYLPPHHQiQHPGAC^GPGP6SGAAAGPPLGPQYSP6CSi^Pi^^NAQLPPPPHHH|SQL^ 480 

- NSASDEE 

« > NSASDEE 

- NSASDEE 

QLDFQRNSQS 

- - DFQRHSIS 

ALSTPSPPSLIiHHPAGGTSSASAHAPFLGGPHMDMQRQSHSI 



LPgDKVPl 

lpBdkvp 
lpBdkvp 

LPgDKVP 

pSdkvp 





QLLHQLPPHC) 
QLLHQLPPKDj 
QLLHQLPPHDj 
QLLHQLPPgD) 
QLLHQLPPHD 
QLLHQLPPHDt 




gPLNTgGTPWSEgGILV 

IiSplntBgtpSseSgilv 

llBpLNTgOTpBsEfiGILV 
Sl^SDERg- - -HKC^EEPliS 

SifpvtitgaiBeeBgkqi ^ 

jogMSARg- - -gOGgODLirSTj 




AVgsgAEPGl 

avBsBaepg 
avBsBaepgm 
fBqBlgaql 
vfSsBaglga 
IiSlgpnas 



VFg' 




CFVCSVC 
CFVCSVC 
CFVCSVC 
CFVCSVC 
CFVCgJC 

cfScsvc 



202 
202 
202 
279 
221 
657 



ELLVDLgYF 

ellvdlByf 

ELLVDLgYF 

Sellvdl 

ELLVDL 
ELLVDL 




YCGRHHAETLKPRCSACDEI I FSDECTEAEGRgjWHMgHFSC 
YCGRHHAETLKPRCSACDEI I FSDECTEAEGrBwHm2^IfB^ 

cgrhhaetlkp rcs acde 1 1 fsdects aegr^wh^AifBc 

DG^YCGRHHAETfflKPRCSACDEI I FSDE CTEAEGRgpHiyiBHF 
gBB YCGRHHAEgL JPRCgACDE 1 1 FSgECTE AEGrSwHmBhF 
DoffiiYCGRHHAETLKPRCSACDEIllEDECTEAEGRSwHNSHF 






igCS 

iBcs 
iBcs 
iRcs 
iBcs 
iScs 




GHgBSDlQHSS'SQYENPQLPTSHNVRRSL 382 
GHgESDiQHSSSQYENPQLPTSHNVRRSL 382 
!DgGHfisDBQHSSi?QYENPQLPTSHNVRRSIi 382 

TpBE)i'sB6 * 438 

-TAPGP§RRSW5 - 383 

TPSdSSGTGMYT • 820 



NLDNLSIHDKPWEDKGELSPASNNVFIDAADM 
NLDNLSIHDKPWEDKGELSPASNNVFIDAADM 
NLDNIiSIHDKPWEDKGELSPASNNVFIDAADMY] 
PQL 

AG 

TPTP 




SAAVAA^ 
SAAVAjpJ 
AAV?^ 

TAPLAiJ 



ITRYSKGHTRPSHPYLDGM 442 
fTRYSKGHTRPSHPYriOGM 442 
TRYSKGHTRPSHPYLDGM 442 

QIAKSPRRGGER 463 

h 395 



RVRPHPQAPLPARI PSSH- 



845 



DPVNAEMVTENDfl:GPKGAATSMCTVTDSVTSPTSTVgSRTTS^ 502 
DPVNAE^OTE^roXGFKGAATSRKTVTD.SVTSPTSTV^iSRTTiSK^^ 502 
DPVNAEMVTENDAGFKGAATSRKWTNis[VTSPTSTVS[SRTTjs.KNG^ 502 

ERDpWkAHHGHPKATGSAGDLLERQERQJU^eI?^ 498 

SSFS- 'aVKG ASETTTKG - 411 

ASSSPPMSPQQQQQHQATFNQAFTYQMQgQgMEAA^^ - 894 



YNSSSTLDAIEHQQNAALKAAMGSNYSYGKSKQTPCSKRPQ 
YNS S STIiDAI EHQQNAALKAAMGSNYS YGKS KQTPCS KRPQ 
YNSSSTLDAIEHQQNAALKAAMGSNYSYGKSKQTSCSKRPQ 
- VADLL 

TSTELAPAT@PE EPSR 

-D A--G WKDLEHGGHMGgG DLTD 




SATEFiTP 
SATEFjllP 
SAXiSFSp 



[PAA 562 
[PAA 562 
[PAA 562 
■MPRP 514 
[LRGA 432 
bcGR 920 



PRASPPTl'lGSRKLAPEIKKTIDSLTKATEIDNKSPPVNVASMLPKSAVPIPApRARYAiS 622 
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Q9DQ8 
Q9DQ9 
Q9U1I1 
076007 
Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9tJlIl 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1I1 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U111 

076007 

Q9V4I9 

N0V3 

Q9DQ8 

Q9DQ9 

Q9U1X1 

076007 

Q9V4I9 



563 
563 
515 
433 
921 

623 
623 
623 
538 
458 
963 

683 

683 
683 
584 
491 
1020 



PRASPPTIIGSRKXAPEIKKTIDSLTKATElDNKSPPVNVASMLPKSAVPI.PAiaRARYAla 622 
PRASPPTXIGSRKIAPEIKKTIDSLTKATEIDNKSPPVNVASMLPKSAVPXPaB^ 622 

AHPPPIDLTELGIS IJ^N^ICAGDK 537 

PHRHSMPELGLR SVPEPPBESPGOa 457 

ASSTSQN'LSPLNSPG DFQPHFLPKPMELQRQLfiENfiHTASMS 962 



SgTPSPPSTAASELTSPWMHKSHARTDSPPDSREFPS||PVPVRSPPTESKEHSSPLQRSV 682 
SgTPSPPSTAASELTSPWMHKSHARTDSPPDSREFPSgPVPVRSPPTESKEHSSPLQRSV 682 
sjjTPSPPSTAASELPSPWMHKSHARTDSPPpSREFPsBpvPVPSPPTESKEHSSPLQRSV 682 

S I:FGDTQTLTNSMPDMLLSKADDSHS YQS IDKINLNsBs NSDLTQS 583 

NjlRPD D- -S AFGRQSTPRVS- -FRDgliVSEGGP RRTL 490 

eUaGKLVAPPAHMQHLSQLHAVSSHOFQQHEYADILhSppPPPGEIPE- - -LPTPNLSVA 1019 




iRSRE PI SLPEQTI SEHPpLRgDDjwSvSVENDKTS PELKS I LKKS 

ikrrsrepislpeqtisehprlrSddkhvsvendktspelksilki^ 
irsrepislpeqtisehprlrgddkhvsvendktspelksiijkks 

IELELD - NEPVRiiLPHDGYEQLFANNRNbEHPAEQYD DEQLDN 

jAPPgQRRRPRSPP- - - PRAPSrRRHHHHNHHHH IUJRH| 

iTAjJPPgLMGSPTHSAGDRSLNTPMSTQgASHAPPHPVSILSGA-SSSSPMSGEj 




ISFR 742 
ISPR 742 
742 
634 
528 
1076 



743 NRERGSLSGSLDRIjEEFHR' 
743 NRERGSLSGSLDRliEBFH 
743 NRERGSLSGSLDRliEEFHR 

634 EVRFHSyODTMS 

528 -----RR 

1076 ---K GVRFE 




SDDEDGSGFGD'AjQGDFSSFQRGQRLYSSAgFPE 802 

DDEDGAGFGDAQGDFSSFQRGQRLYSSaBfPE 802 

SpDEDGAGFGEAjpGDFSSFQRGQRLYSSAgFPE 802 

SNAgR-- 659 

CDAGSGS gSS 543 

GNGAGT^GGG^RERD RDKDKEGGGgHGH 1123 

8 EVTEJ^PgSQNiaGGRPRSQHRTRFKDNSALD RTHSALNLDELDCAIARRNPKPGKTC 858 

8 EVTEkPgS'QNQGGRPRSQHRTRFKDNSALD RTHSALNLDELDCAIARRNPKPGKTC 858 

8 EVTEKPgSQNQGGRPRSQHRTRFKDNSALRPNAQRSQFREQKLELDCAIARRNPKPGKTC 862 
659 RRgRRNQSRSSSEMQINQTNLRLHN - ---A 685 

■SC 545 
156 



543 



1124 GHSSRRjgRjRRJCSSSSSSHHRSGSGHRSHST - tRA 1 



teSSRKNRRTKR 



859 sklsgkstc^^kklkrtrstdfafersaatgtssrknrrtkr 

859 sklsgkstcs'kklkrtrstdfafersaatStssrknrrtkr 

863 sklsgkstdskklkrtrstdfafbrsaat 

686 QTQVGTTPLii LLNN- 

546 S S -S 

1157 dtyapaqplsssyqgppsvlqaanlvheSsBsrqqrererererHesSesdv 



EgEDGW 

eSedgw 

ldncdvasi 

sss- -ss [3ssBddgff 




CSTC 


s 


CSTC 


m 


CSTC 


H 


CSTC 


8 



CSTCSSS 




919 dsdyerp«)glgtspptsplsamrrgsapvgvrvnmtrgqraphpflanadsglaasa! 

919 dsdyerwdgIgtspptsplsamrrgsapvgvrvnmtrBqBphpflanadsS 

923 dsdyerwdglgtspptsplsamrrgsapvgvrvnmtrBqBphpflanadsSlaas. 

718 SDMD DYVY jgLBARKHYGGVRvf YVPNDI 

563 LG eSiBlPPHLCRPMP* 

1217 SSEDY MMMY - 




FN 978 

GFN 978 
GFN 982 



LAY 748 

EjgigLPPHLCRPMPgQDTAMETFN 589 
gLgQRRHYGGVRVSYVPND^LAY 124 8 



979 SNGVYRPSMPRNFS TTSHMRYRRRQ- 10 

979 SNGVYR|PSMPkNFS TTSHMRYRRRQ- 10 

983 SNGVYl^PSMPRNFFFHHVAYALQAETAEKALYRHVTTNAVTKTSEIDRKS'SETKS WRSQD 1042 

749 ER---KKKMAQDSSL -A - PGAGNASVGGAP 773 

590 SP-"SLSLiPRDSR AGMPRQARD- 609 

1249 DR---KRKPSE lggd- 1260 

10 QKgnglVM 1011 

10 QKgHgl.VM 1011 

1043 ASYLPRGGSKARESAP^XVDTNTSA 1066 

774 AIM HESgNgriS 785 

609 BnSiVA 615 

1260 --KdBnSiIS 1268 



Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Patp results 
include those listed in Table 3F. 
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Table 3F, Patp Alignment of N0V3 


Sequences 
producing 
High- scoring 
Segment Pairs 


Protein/ Organism 


Length 
(aa) 


r Identity 
(%) 


Positive 
(%) 


Es^ect 


patp:AAW83952 


Polypeptide encoded by 
gene 2 clone HDTAY29-H. 
sapiens 


159 


44 


67 


l.4e-07 


Patp:AAy57563 


Human testin (HTES)-H. 
sapiens 


421 


44 


67 


3.4e-05 


patp;AAB93751 


Human protein SEQ ID 
NO:13416-H. sapiens 


464 


44 


67 


3 .4e-05 


Patp:AAB42119 


Human ORFX ORF1883 
polypeptide-H. Sapiens 


464 


44 


67 


4.0e-05 


Patp:AAG0l529 


Human secreted protein- 

H. sapiens 


126 


30 


44 


5.8e-05 


Patp:AAY84378 


Amino acid sequence of a 
human LIM domain protein 
homologue-H. sapiens 


280 

• 


32 


50 


0.00077 



The results of a domain search indicate that the N0V3 protein contains the protein 
domain (as defined by Interpro) named IPR001781 at amino acid positions 43 to 76. Table 3G 
lists the domain description from further DOMAIN analysis results against N0V3. This 
indicates that N0V3 has properties similar to those of other proteins known to contain these 
domains and similar to the properties of these domains. 



Table 3G. Domain Analysis of NOV3 



PRODOM ANALYSIS 

Sequences producing High- scoring Segment Pairs: 



Nprdm:21599 p36 (1) TES2 MOUSE // TESTIN 2 (TES2) (CONTAIN.. 
prdm:39635 p36 (1) ZYX^MOUSE // ZYXIN. REPEAT; LIM MOTIF; . 
prdm:67 p36 (155) LIMl(lO) LIM3(8) PAXI-(8) // PROTEIN... 
prdm:55854 p36 (1) HMW1__MYCGE // CYTADHERENCE HIGH MOLECU. . . 
prdm:7588 p36 (3) SLI3(2) LRGl(l) // PROTEIN LIM MOTIF ... 



High 
Score 

127 
68 



Smallest 
Sum 

Probability 
P(N) 
1.8e-08 
0.048 
67 0.061 
72 0.15 
61 0.25 



LIM 



prdm:21599 p36 (1) TES2_MOUSE // TESTIN 2 {TES2) (CONTAINS: TESTIN 1 (TESl) ) . 
MOTIF; METAL-BINDING; ZINC; ALTERNATIVE SPLICING, 66 aa. 
Expect = 1.8e-08, Identities = 19/43 (44%), Positives = 29/43 (67%) 
for N0V3 aa residues 29 to 71; and LIM Domain residues 19 to 61 

>prdm: 39635 p36 (1) ZYX^MOUSE // ZYXIN. REPEAT; LIM MOTIF; METAL- BINDING; ZINC; 
CELL ADHESION, 44 aa. 
Identities = 13/34 (38%) , Positives » 19/34 (55%) 

>prdTn:67 p36 (155) LIMl(lO) LIM3(8) PAXI(B) // PROTEIN LIM MOTIF METAL-BINDING 
ZINC REPEAT HOMEOBOX NUCLEAR DNA-BINDING DEVELOPMENTAL, 68 aa . 
Identities = 14/37 (37%) , Positives « 20/37 (54%) 

>prdm: 55854 p36 (1) HMWl^MYCGE // CYTADHERENCE HIGH MOLECULAR WEIGHT PROTEIN 1 
(CYTADHERENCE ACCESSORY PROTEIN 1) . STRUCTURAL PROTEIN, 107 aa. 
Identities « 18/67 (26%) , Positives » 37/67 (55%) 

>prdm:7588 p36 (3) SLI3(2) LRGl(l) // PROTEIN LIM MOTIF METAL-BINDING ZINC REPEAT 
SKELETAL MUSCLE LIM- PROTEIN SLIM, 67 aa. 
Identities = 20/55 (36%) , Positives = 30/55 (54%) 



BLOCKS ANALYSIS 

AC# Description 



Strength Score AA# 
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BL00115R Eukaryotic RNA polymerase II heptapeptide rep 2074 

BL00911C Dihydroorotate dehydrogenase proteins. 1314 

BL01137D Uncharacterized protein family UPF0006 protei 1297 

BL00576B General diffusion Gram- negative porins protei 1391 

BL01182C Glycosyl hydrolases family 35 proteins. 1577 

ProSite Analysis 

Pattern-ID; ASN_GLYCOSYIiATION PSOOOOl (Interpro) 
Pattern-DE: N-glycosylation site, Pattern: N[^P] [ST] [^p] 



1110 
1050 
1048 
1047 
1046 



124 
201 
126 
172 
73 



N0V3 aa position 
78, 171, 312 



Pattern- ID: 
Pattern-DE: 
Pattern: 



CAMP_PHOSPHO_SITE PS00004 (Interpro) 

cAMP- and cGMP- dependent protein kinase phosphorylation site 
[RK] {2}. [ST] 



211 



Pattern-ID: PKC_PHOSPHO_SITE PS00005 (Interpro) 

Pattern-DE: Protein kinase C phosphorylation site 

Pattern: [ST] . [RKl 

Pattern-ID: CK2_PH0SPH0_SITE PS00006 (Interpro) 

Pattern-DE: Casein kinase II phosphorylation site 

Pattern: [ST] . (2) (DEJ 

Pattern-ID: TYR_PHOSPHO_SITE PS00007 (Interpro) 

Pattern-DE: Tyrosine kinase phosphorylation site 

Pattern: [RK] . {2,3} [DE] . {2,3]Y 

Pattern- ID: MYRISTYL PS00008 (Interpro) 
Pattern-DE: N-myristoylation site 
Pattern: G[''EDRKHPFYW] . {2} [STAGCN] [*P] 

Pattern- ID: LEUCINE_ZIPPER PS00029 (Interpro) 
Pattern-DE; Leucine zipper pattern 
Pattern: L. {6}L. {6}L. {6}L 



95, 98, 123, 287, 300, 314 



72, 157, 243, 251, 295 



156, 227 



24, 63, 79, 192, 272. 303 I 



119 



The LIM domain is a zinc JBnger structure that is present in several types of proteins, 
including homeodomain transcription factors, kinases and proteins that consist of several LIM 
domains. Proteins containing LIM domains have been discovered to play important roles in a 
5 variety of fundamental biological processes including cytoskeleton organization, cell lineage 
specification and organ development, but also for pathological functions such as oncogenesis, 
leading to human disease. The LIM domain has been demonstrated to be a protein-protein 
interaction motif that is critically mvolved in these processes. The recent isolation and analysis 
of more LIM domain-containing proteins from several species have confirmed and broadened 

10 our knowledge about LIM protein function. Furthermore, the identification and 

characterization of factors that interact with LIM domains illuminates mechanisms of 
combinatorial developmental regulation. 

LIM domain containing proteins generally have two tandem copies of a domain, called 
LIM (for Lin-1 1 Isl-1 Mec-3) in their N-terminal section. Zyxin and paxillin are exceptions in 

15 that they contains respectively three and four LIM domains at their C-terminal extremity. In 
apterous, isl-l, LH-2, lin-1 1, lim-1 to lim-3, hnx-1 and ceh-14 and mec-3 there is a homeobox 
domain some 50 to 95 amino acids after the LIM domains. In the LIM domain, there are seven 
conserved cysteine residues and a histidine. The arrangement followed by these 
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conserved residues is C-x(2)-C-x(16,23)*x(2)-[CH]-x(2)-C-x(2)-C-x(16,21)-C-x(2,3> 
[CHD]. The LIM domain binds two zinc ions. LIM does not bind DNA, rather it seems to act 
as interface for protein-protein interaction. 

The Prickle gene in Drosophila belongs to a family of "tissue polarity" genes that 
5 control the orientation of bristles and hairs in the adult cuticle. {See Gubb and Garcia-Bellido, 
J. Embryol Exp. Morphol. 68:37-57 (1982)) These "tissue polarity" genes play important 
roles in the organization of the cytoskeleton. Prickle has been shown to be involved in 
hereditary benign intraepithelial dyskeratosis (OMM Entry: 127600). Characteristic 
histologic changes of the prickle cell layer of the mucosa include numerous round, waxy- 

10 looking, eosinophilic cells that appear to be engulfed by normal cells. The conjunctiva and 
oral mucous membranes are affected. The oral lesion, which grossly resembles leukoplakia, is 
not precancerous. The eye lesions resemble pterygia (see OMIM 178000). The only symptoms 
are produced by involvement of the cornea, resulting in impairment of vision. 

The human homolog of Drosophila discs large-3 (DLG3) is a protein related to Prickle 

15 and LIM. See, OMIM Entry 300189. Mutations of the 'discs large' (dig) tumor suppressor 
locus in Drosophila lead to imaginal disc neoplasia and a prolonged larval period followed by 
death. Drosophila dig and related proteins fonn a subfamily of the membrane-associated 
guanylate Idnase (MAGUK) protein family and are important components of specialized cell 
, junctions. See DLGl (OMIM 601014). A partial cDNA encoding NEDLG (neuroendocrine 

20 DLG) was isolated by searching an EST database for sequences related to dig and DLGl. See, 
Makino et al (1997). Northern blot analysis revealed that NEDLG is highly expressed in 
neuronal and endocrine tissues. Immunolocalization studies indicated that the protein was 
expressed mainly in nonproliferating ceUs, such as neurons, cells in Langerhans islets of the 
pancreas, myocytes of heart muscles, and the prickle and functional layer cells of the 

25 esophageal epithelium, hi a yeast 2-hybrid assay, NEDLG interacted with the C-terminal 
region of the APC (OMIM 175100) tumor suppressor protein. Therefore, NEDLG may 
negatively regulate cell proliferation through its interaction with the APC protein. By 
fluorescence in situ hybridization, Makino et al (1997) mapped the NEDLG gene to Xql3. 
Using radiation hybrid panels, Statliakis et al (1998) refined the map position to Xql3.1. 

30 DLG3 is located within the dystonia-parkinsonism syndrome (DYT3; OMIM 3 14250) locus. 

The disclosed N0V3 nucleic acid encoding a LIM-domain-containing Prickle-like 
secreted protein includes the nucleic acid whose sequence is provided in Table 3 A, or a 
fi-agment thereof The invention also includes a mutant or variant nucleic acid any of whose 
bases may be changed from the corresponding base shown in Table 3A while still encoding a 
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protein that maintains its LIM-domain-containing Prickle-like activities and physiological 
functions, or a fragment of such a nucleic acid. The invention further includes nucleic acids 
whose sequences are complementary to those just described, including nucleic acid fragments 
that are complementary to any of the nucleic acids just described. The invention additionally 
5 includes nucleic acids or nucleic acid fragments, or complements thereto, whose structures 
include chemical modifications. Such modifications include, by way of nonUmiting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 
derivatized. These modifications are carried out at least in part to enhance the chemical 
stability of the modified nucleic acid, such that they may be used, for example, as antisense 

1 0 binding nucleic acids in therapeutic applications in a subject. In the mutant or variant nucleic 
acids, and their complements, up to about 17 % percent of the bases may be so changed. 

The disclosed N0V3 protein of the invention includes the LIM-domain-containing 
Prickle-like protein whose sequence is provided in Table 3B. The invention also includes a 
mutant or variant protein any of whose residues may be changed from the corresponding 

1 5 residue shown in Table 3B while still encoding a protein that maintains its LIM-domain- 
containing Prickle-like activities and physiological functions, or a functional fragment thereof 
In the mutant or variant protein, up to about 16 % percent of the residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as Fab, 
(Fab)2 or single chain FV constructs, that bind immunospecifically to any of the proteins of 

20 the invention. Also encompassed within the invention are peptides and polypeptides 

comprising sequences having high binding affinity for any of the proteins of the invention, 
including such peptides and polypeptides that are fused to any carrier partcle (or biologically 
expressed on the surface of a carrier) such as a bacteriophage particle. 

The protein similarity information, expression pattern, and map location for the novel 

25 LIM-domain-containing Prickle-like N0V3 protein and nucleic acid disclosed herein suggest 
that tliis novel LIM-domain-containing Prickle-like protein may have important structural 
and/or physiological functions characteristic of the LIM-domain-containing Prickle-like 
protein family. For example, N0V3 may be hnportant for the proper organization of 
cytoskeleton, or in the treatment of dystonia-parkinsonism syndrome; hereditary benign 

30 intraepithelial dyskeratosis; developmental disorders and other diseases, disorders and 

conditions of the like. Accordingly, N0V3 nucleic acids and proteins may have potential 
diagnostic and therapeutic applications in treating disorders that involve cytoskeleton 
malfunctions. These include serving as a specific or selective nucleic acid or protein 
diagnostic and/or prognostic marker, wherein the presence or amount of the nucleic acid or the 
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protein are to be assessed, as well as potential therapeutic applications such as the following: 
(i) a protein therapeutic, (ii) a small molecule drug target, (iii) an antibody target (therapeutic, 
diagnostic, drug targeting/cytotoxic antibody), (iv) a nucleic acid useful in gene therapy (gene 
delivery/gene ablation), and (v) a composition promoting tissue regeneration in vitro and in 
5 vivo (vi) biological defense weapon. 

Based on the tissues in which N0V3 is most highly expressed, including kidney and 
ovary, specific uses include developing products for the diagnosis or treatment of a variety of 
diseases and disorders. Additional disease indications and tissue expression for N0V3 is 
presented in Example 2. 

1 0 The nucleic acids and proteins of the invention are useful in potential diagnostic and 

therapeutic appUcations implicated in, but not limited to, various diseases and disorders 
described below and/or other pathologies. For example, the compositions of the present 
invention will have efficacy for treatment of patients suffering from: dystonia-parkinsonism 
syndrome; dyskeratosis, hereditary benigh intraepithelial; developmental disorders and other 

15 diseases, disorders and conditions of the like. A cDNA encoding the LM-domain-containing 
Prickle-like protein N0V3 may be useful in gene therapy, and the Prickle-like protein N0V3 
may be useful when administered to a subject in need thereof. 

* 

These materials are further useful in the generation of antibodies that bind 
immunospecifically to the novel substances of the invention for use in therapeutic or 

20 diagnostic methods. 

N0V3 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immuno-specifically to the novel N0V3 substances for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 

25 section below. The disclosed N0V3 protein has multiple hydrophiUc regions, each of which 
can be used as an immunogen. In one embodiment, a contemplated NOVS epitope is from 
about amino acids 25 to 50. In another embodiment, a NOV3 epitope is from about amino 
acids 55 to 140. In additional embodiments, N0V3 epitopes are torn about amino acids 145 
to 180, from about amino acids 180 to 225, and from about ammo acids 250 to 280. These 

30 novel proteins can be used in assay systems for functional analysis of various human 

disorders, which will help in understanding of pathology of the disease and development of 
new drug targets for various disorders. 
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N0V4 

A disclosed N0V4 nucleic acid of 1278 nucleotides (also referred to as CG56824-01) 
encoding a novel lipid metabolism-like protein is shown in Table 4A. An open reading frame 
was identified beginning with an ATG initiation codon at nucleotides 184 to 186 and ending 
with a TGA codon at nucleotides 1 195 to 1 197. Putative untranslated regions upstream from 
the initiation codon and downstream from the termination codon are underlined in Table 4A, 
and the start and stop codons are in bold letters. 



Table 4A. NOV4 nucleotide sequence (SEQ ID NO:18). 



CTCTTCGTGGCCCAACGCCCCAATCCTTGCGTGTCCTTGCAGTCCCACCCCACACTCAGCCTTGTGTCCCTCGATCCAGT 
CTCCGACTTCCATTTCCCACCCTAAACCGCCTACCCGGTGTCTGTTCCCCGCCCGGTTGTCCTCGCCCTGCTGCGCTGAG 
TGTCCCCTGTTAGCCTCGACCCCA TGGCGCTGCAGACGCTGCAGAGCTCGTGC^TGACOTTggGrAAGATrrTflT 

TTCCCCGAGGAGCTGAGTCTGGCTTTCGTCTACGGCTCCGGGGTGTACCGCCAGGCAGGGCCCAGTTCAGACCAGAAGAA 
TGCTATGCTGGACTTTGTGTTCACAGTAGATGACCCTGTCGCATGGCATTCAAAGAACCTGAAGAAAAATTGGAGTCACT 
ACTCTTTCCTAAAAGTTTTAGGGCCCAAGATTATCACGTCCATCCAGAATAACTATGGCGCTGGAGTTTACTACAATTCA 
TTGATCATGTGTAATGGTAGGCTTATCAAATATGGAGTTATTAGCACTAACGTTCTGATTGAAGATCTCCTCAACTGGAA 

TCGATAGAAATCTGAAGAGTGCTGTGACCGCTGCTTTCCTCATGCTCCCCGAAAGCTTTTCTGAAGAAGACCTCTTCATA 

GAGATTGCCGGTCTCTCCTATTCAGGTGACTTTCGGATGGTGGTTGGAGAAGATAAAACAAAAGTGTTGAATATTGTGAA 

GCCCAATATAGCCCACT-TTCGAGAGCTCTATGGGAGGATAGTACAGGAAAATCCTCAAGTGGTGTATAAAAGCCAGCAAG 

GCTGGCTGGAGATAGATAAAAGCCCAGAAGGACAGTTCACTCAGCTGATGACATTGCCCAAAACCTTACAGCAACAGATA 

AATCATATTATGGACCCTCCTGGAAAAAACAGAGATGTGGAAGAAACTTTATTCCAAGTGGCTCATGATCCCGACTGTGG 

AGATGTGGTGCGACTAGGGCTTTCAGCAATCGTGAGACCGTCTAGTATAAGACAGAGCACGAAAGGCATTTT^^ 

GCCTGAAGAAGTCAGTGATTTATAGTTCACTAAAACTGCACAAAATGTGGAAAGGG1KK3CTGAGGAAAACA 

TGCTTGCTTTTATATATGTTATGTGTAGATGAATAAAGTGTTTGATCCTTTTTGACAAAAAAAAAAAAAAAAAAAAAA 



10 In a search of pubhc sequence databases, the N0V4 nucleic acid sequence has 96 of 

101 bases (95 %) identical to a human cDNA clone NT2RP3003346. Public nucleotide 
databases include all GenBank databases and the GeneSeq patent database, 

A disclosed N0V4 polypeptide (SEQ ID NO: 19) encoded by SEQ ID NO: 18 has 337 
amino acid residues and is presented in Table 4B using the one-letter amino acid code. 

1 5 Signal?, Psort and/or Hydropathy results predict that NO V4 has a signal peptide. The most 
likely cleavage site is between amino acid positions 14 and 15, i.e.y at the dash between TFR- 
KI. N0V4 is likely to be localized to the mitochondrial matrix space with a certainty of 
0.6567. In alternative embodiments, N0V4 is localized to the mitochondrial inner membrane 
with a certainty of 0.3497, to the mitochondrial intermembrane space with a certainty of 

20 0.3497, or the mitochondrial outer membrane with a certainty of 0.3497. N0V4 has a 
• molecular weight of 38,078.6 Daltons. 



Table 4B. Encoded NOV4 protein sequence (SEQ ID NO:19). 



MALQTLQSSWVTFRKILSHFPEELSIAFVYGSGVYRQAGPSSDQKlSrAMLDFVFTVDDPVAWHSKNLKK 
NWSHYSFLKVLGPKIITSIQNNYGAGVYYNSLIMCNGRLIKYGVISTNVLIEDLLNWNMLYI^^ 
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PVKIISVNEDVTLRSALDRNLKSAVTAAFLMLPESFSEEDLFIEIAGLSYSGDFRMWGEDKTKVIiNI 

VKPNIMFRELYGSILQENPQVVYKSQQGWLEIDKSPEGQPTQLMTLPKTIiQQQINHIMDPPGK^ 

EETLFQVAHDPDCGDVVRLGLSAIVRPSSIRQSTKGIFTAGLKKSVIYSSIiKIjHKMWKGWLRKTS 



The N0V4 nucleic acid was tentatively localized to human chromosome 3. The cDNA 
coding for the N0V4 sequence was cloned by the polymerase chain reaction (PGR) using the 
primer set NOV4-2, shown in Table 17 A. The PGR product derived by exon linking, covering 
5 the entire NO V4 open reading frame, was cloned into the pCR2. 1 vector from Invitrogen to 
provide clone 110189::COR24SC128.698230.M23. 

The reverse complement for N0V4 is presented in Table 4C. 



Table 4C, NOV4 reverse complement (SEQ ID NO:20) 



XTTTTTTTTTTTTTTTTTTTTTGTCAAAAAGGATCATJ^CACTTTATTCATCTACACATAACATATATAAAAGCAAGCA 

AAATCAGGATGTTTTCCTCAGCCACCCTTTCCy^CATTTTGTGCAGTTTTAGTGAACTATAAATCACTGACTTCTTCAG 

GCCAGCAGTAAAAATGCCTTTCGTGCTCTGTCTTATACTAGACGGTCTCACGATTGCTGAAAGCCCTAGTCGCACCAC 

ATCTCCViCAGTCGGGATCATGAGCCACTTGGAATAAAGTTTCTTCCACATCTCTGTTTTTTCCAGGAGGG 

ATGATTTATCTGTTGCTGTAAGGTTTTGGGCAATGTCATCAGCTGAGTGAACTGTCCTTCrrGGGCTTTTAT^^^ 

CAGCCAGCCTTGCTGGCTTTTATACACCACTTGAGGATTTTCCTGTAGTATGCTGCCATAGAGCTCTCGAAAGTGGGC 

TATATTGGGCTTCACAATATTCAACACTTTTGTTTTATCTTCTCCAACCACCATCCGAAAGTCACCT^ 

ACCGGCAATCTCTATGAAGAGGTCTTCTTCAGAAAAGCTTTCGGGGAGCATGAGGAAAGCAGCGGTCACAGCACTCT^ 

CAGATTTCTATCGAGGGCTGATCTAAGAGTGACATCCTCGTTCACTGAGATAATTTTCACCGGTTTTTG 

AGCAATGTATAAGTTATTCCAGTTGAGGAGATCTTCyU^TCAGAACGTTAGTGCTAATAACTCCATATTT^ 

ACCATTAO^CATGATCAATGAATTGTAGTAAACTCCAGCGCCATAGTTAITCTGGATGGACGTGATAAT^^ 

TAAAAOrrTTAGGAAAGAGTAGTGACTCCAATTTTTCTTCaVGGTTCTTT^ 

GAACACAAAGTCCAGCATAGCATTCTTOTGGTCTGAACTGGGCCCTGCC^^ 

AGCCAGACTCAGCTCCTCGGGGAAGTGAGACAGGATCTTGCGGAAGGTCACCaVCGAGCTCTGCAGCGTCTGCAGCGC 

CATGGGGTCGAGGCTAACAGGGGACACTCAGOSCAGCAGGGCGAGGACAACCGGGCGGGGAACAGACACC^^ 

GGTTTAGGGTGGGAAATGGAAGTCGGAGACTGGATCGAGGGACACAAGGCTGAGTGTGGGGTGGGACTGCAAGGACAC 

GCAAGGATTGGGGCGTTGGGCCACGAAGAG 



10 In a search of public sequence databases, die N0V4 amino acid sequence has 90 of 

214 amino acid residues (42%) identical to, aud 137 residues (214%) positive with, the 274 
amino acid residue C. elegans Y71F9B.2 protein. Public amino acid databases include the 
GenBank databases, SwissProt, PDB and PIR. 

It was also found that N0V4 had homology to the amino acid sequences shown in the 

1 5 BLASTP data listed in Table 4D. 



Table 4D. BLAST results for NOV4 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


Q9CW36/ 

AK005100; 

BAB23818.1 


1500001M20RIK PROTEIN 
(FRAGMENT) . mus 
musculus. 6/2001 


367 


271/332 
(92%) 


304/332, 
(92%) 


le-160 


074339; 

AL031174; 

CAA20110.1 


HYPOTHETICAL 44.3 KDA 
PROTEIN C1A4.06C IN 
CHROMOSOME 11. 
schizosaccharomyces 
potnbe. 3/2001 


383 


119/325 
(37%) 


174/325, 
(54%) 


2e-47 
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Q9N4G7; 

AC024201; 

AAF36018.1 


Y71F9B.2 PROTEIN. 

c a enor habdi t i s el egans . 

10/2000 


274 


111/320 
(35%) 


169/320, 
(53%) 


Se-47 


V-' V r r « , 

AE003706; 

AAF55108.1 


drosophila 

melanogaster. 5/2000 


647 


109/269 
(41%) 


152/269, 
(57%) 


2e-44 


Q9SN75; 

AL132955; 

CAB61989.1 


HYPOTHETICAL 37.4 KDA 
PROTEIN, arabidopsis 
thaliana. 5/2000 


332 


102/314 
(32%) 


170/314, 
(54%) 


7e-41 



The homology of these and other sequences is shown graphically in the ClustalW 
analysis shown in Table 4E. In the ClustalW alignment of the N0V4 protein, as well as all 

« 

other ClustalW analyses herein, the black outlined amino acid residues indicate regions of 
conserved sequence (i.e., regions that may be required to preserve structural or functional 
properties), whereas non-highlighted amino acid residues are less conserved and can 
potentially be mutated to a much broader extent without altering protein structure or function. 



Table 4E. ClustalW Analysis of NOV4 



1) 

2) 
3) 
4) 
5) 
6) 



N0V4 (SEQ ID NO: 19) 
09CW36 (SEQ ID NO: 21) 
074339 (SEQ ID NO:22) 
Q9N4G7 (SEQ ID NO: 23) 
Q9VFF2 (SEQ TD NO: 24) 
Q9SN75 (SEQ ID NO: 25) 



1 
1 
1 
1 

1 
1 

43 

43 

61 

5 

6 

8 



N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VPP2 

Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SN75 



N0V4 2 63 
Q9CW36 263 



GTGRKRGPHDRELRAQGRHSTVCPTGGPPAHGAAGLHSSGVG 42 

--- GTGRKRGPHDRELiRAQGRHSTVCPTGGPPAHGAAGLHSSGVG 42 

MIFGKTHFLSYNILRYSTKRWMNRHSYSHHAKCTVAQLLKQNLLTFENQRIQPEEELKEN 60 

- - MDEY 4 

- MLDLY 5 

- - METTQKD 7 



LRRILAHFPEDIiSLAF 
LRRriiAHFPEDlJsLAF 
LTKVVNYFQAPZDVAV 
RELTSVIiPLET^EYAF 
RRTyARFPLGSySYMR 
ELSSFLSVLPPyDFC 

--FLKL 
--FLKL 
--F?/KNF\ 
--LLRL 
--ALRH 
WMVHL 




.\5YRgAGPSAHQEN 

.vyrHagpsahqen- 

yF]?fflAGYSQKBN- -- 

aiqBqnedksek 

VKOgEGYGICVGNGNNLRPPPG 
liHPNNQ-DKSK 




LVFTffiogPVAV 
ILyFTfflDBpVAWjgAM 
Fi'FQglEgPVKwfflKI 

fvivtknaqefSrd 

LVFCfflRSARGj 



rLGasgPi 




94 

94 

111 

54 

65 

55 





rixss^Bnnyi 
FysTimES 

KM'rEKlBcNF 

fvakySerlE 
l'itnvad 




PIiaRCDGK--L 

pli:rcdgk--l 

jJ(THyBVEGN--r 

1m'hvkvgkr--k 
"tlvplpdvgit 
pfvnwndr--kl 



IKYGVnS 
IKYGVnS 
IKYGvRs 
IKYGvBs! 
IKYGVNS 
KYGV 



TGTIiljE 150 

TGTI4I-E 150 

KKDVYB. 167 

YENVKCi 110 

QEEhUE 123 

VRMHDLvb 113 



K-IVSMNENMAi/RAALDKigL 
K-aVSMNENMALRAALDlJ^L 

-IliKGEDB- -FYKENSySlS 
liEVIKPRQD- -MCDLVTeSr 
NXjVNPSDNPPLKAALERglL 
-VDNLD---TEDVNS 





KPNVGHgRELgjSSlfflQKDPQWYKMHQG 263 

KPNVGHgRELjfesiBQKDPQVVYKMHQG 263 

'SKQIAFgRKLHLPLaYAEPG-VHPIESSE 279 

EGNYEELLRvHeP 207 

SPQlNDgFALWQPSgGQLSDYVAVNMKGQEPGS 24 2 

KGQFDLSQS^fflKPFHEECETKNLLRFSSAEAS- 228 



•QLElfi 




PEGQFTQLMTLPRTLQQQIN- 
P EGQFTQLMTLPRTLQQQIN- 

40 



290 
290 
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074339 
Q9N407 
Q9VFF2 
Q9SN75 

N0V4 
Q9CW36 

074339 
Q9N4G7 
Q9VFF2 
Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SKr75 

NOV4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4G7 

Q9VFF2 

Q9SN75 

N0V4 

Q9CW36 

074339 

Q9N4Q7 

Q9VFP2 

Q9SN75 



279 VLKSMgPgDNSRyLSFHQN--ITKDSli;S - 305 

207 LMNdH ---'i^S - 216 

243 RBCPAirFEQgKSsSATCXSHLRQLPREliKRriQRNAACRGDYTQVVNHLS 302 
228 ---HTKLVQgs@LSATRSIiVSSLPASV^SpyG KS 259 



290 
290 

305 
216 
303 
260 

301 
301 
314 
225 



333 
333 
348 
245 
483 
302 

346 

346 
361 
258 
543 
315 



HTMD - - 

HilMD - - - 

RLLN 

----VXFS - 

SVNDIIMSSDDNSSDSNSSSDERQRKRKLKKHSKDVDKSKKKKSKKHKKE 
LGEKKFVS ET 




PP( 

PPG^NRD 

--GLPLN 




KEKKRS 

;g 



301 
301 
314 
225 
362 
274 



S 325 

S 325 

Q 339 

G 237 

363 KHEEEPPVPYTQPPHLINASPPE^ATOTIEDSlroPALPPHIiRKTQQPELPEQS 422 
274 EVCISSREBAAKCMEKVMR — - R 294 



■ VEETLLQVAQDPDCGDWRLAI'S - ■ 
' VEETLIiQVAQDPbCGDWRLAIiS - - 

■ LVKILGLKPDTSSFEKCAELiyOjTN- 

■ dvaatvetaIxg-- 



326 IVRPSSIR - -- 

326 IVRPSSIR 

340 iSTRSLLlS - 

238 iSrPVSLS - 

423 MIGPVLPSNLTREKSPTKEAEAEDDDDIjAGTFGPLPNASQVALEERALALKLAALEGGGL 

295 RVMVSSGR - 



'jQSTraGLFTAgMKK- 

•;QStRglftaSmkk- 
•ksiBkltsfsilt- 

"pAFSi 

GTSTDQDVREEW^ttlEIlPDVGLKSGLAALSN^^aRTFYQBKBRPDFSDRSSWTKTPQSEADA 



-OAVSG 




-svia- 

.-SsviQ- 

•QSXKG- 




AASGPKSLSSKELEQMAQVKWEQQRDDEQESMAraRHKKKHKREESLVELHQKKLRKEQRE 

-IATmB LSQI 



333 
333 
348 
245 
482 
302 

346 
346 
361 
258 
542 
315 

354 
354 
371 
266 
602 
323 



354 - LNSwKGWMSKAS 367 

354 LNgMWKGWMSKAS 367 

371 CHSFRWYMSMRS 383 

266 MSBfLKSK 274 

603 KPERRPFSRDVDLKLNKIDKNQTKQIVDKAglLNTKFSRGQAKYL 647 
323 MrBaWNSRA 332 



Table 4F lists the domain description from DOMAIN analysis results against N0V4. 
This indicates that the N0V4 sequence has properties similar to those of other proteins known 
to contain this domain. 



Table 4F. Domain Analysis of NOV4 



ProDom Protein Domain Analysis 

prdm: 50749 p36 (1) YG1W_YEAST // HYPOTHETICAL 44.2 KD PROTEIN IN RME1-TFC4 
INTERGENIC REGION. HYPOTHETICAL PROTEIN, 3 85 aa. 

Expect = 2.le-41, Identities = 85/209 (40%), Positives = 117/209 (55%) 

for NOV4: 16 to 222; Sbjct: 116 to 324 
Expect = 2.19-41, Identities = 19/39 (48%), Positives = 28/39 (71%) 
for N0V4: 290 to 328; Sbjct: 344 tO 382 

prdm: 29671 p36 (1) PMFF_PROMI // PUTATIVE MINOR FIMBRIAL SUBUNIT PMFF PRECURSOR. 
FIMBRIA; SIGNAL, 53 aa. 

Expect = 0.64, Identities * 15/48 (31%), Positives = 27/48 (56%) 

for N0V4; 157 to 202; Sbjct: 6 to 53 ^ ^ 
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prdin;16833 p36 (2) VL96(2) // L96 PROTEIN REPEAT DNA PACKAGING DNA-BINDING, 61 aa. 
Expect = 2.2, Identities = 11/32 (34%), Positives = 18/32 (56%) 
for N0V4: 21 to 52; Sbjct: 9 to 40 

prdm:2442 p36 (10) INVO(IO) // INVOLUCRIN KERATINOCYTE REPEAT, 65 aa. 
Expect » 4.7, Identities » 14/40 (35%), Positives = 20/40 (50%) 
for N0V4: 242 to 276; Sbjct: B to 47 

prdm:15830 p36 (2) GLGl(l) GLG2 (1) // GLYCOGEN SYNTHESIS INITIATOR PROTEIN 
BIOSYNTHESIS GLGl GIjG2, 51 aa. 

Expect = 6.0, Identities = 10/23 (43%), Positives = 14/23 (60%) 
for N0V4: 254 to 276; Sbjct: 22 to 44 

BLOCKS Protein Domain Analysis 

AC# Description Strength Score 

BL00115R 0 Eukaryotic RNA polymerase II heptapeptide rep 2074 1110 

BL00911C 0 Dihydroorotate dehydrogenase proteins. 1314 1050 

BL01137D 0 Uncharacterized protein family UPF0006 protei 1297 1048 

BL00576B 0 General diffusion Gram-negative porins protei 1391 1047 

BL01ia2C 0 Glycosyl hydrolases family 35 proteins. 1577 1046 

ProSite Protein Domain Analysis N0V4 aa position 

Pattern-ID: ASN_GLYCOSYLATION PSOOOOl (Interpro) 69 
Pattern-DE: N-glycosylation site 
Pattern: Nt"P] 1ST] C"P1 

Pattern-ID: CAMP_PHOSPHO_SITE PS00004 (Interpro) 334 
Pattern-DE: cAMP- and cGMP- dependent protein Icinase phosphorylation site 
Pattern: [RKl {2} . [ST] 

Pattern-ID: PKC_PHOSPHO_SITE PS00005 (Interpro) 12, 148, 301, 305, 322 

Pattern-DE: Protein kinase C phosphorylation site 
Pattern: [ST] . [RK] 

Pattern-ID: CK2_PH0SPH0_SITE PS00006 (Inteipro) 54, 142, 151, 171 

Pattern-DE: Casein kinase II phosphorylation site 
Pattern: [ST].{2}[DE] 

Pattern-ID: MYRISTYL PS00008 (Interpro) 94, 111, 183, 308 

Pattern-DE: N-myristoylation site 
Pattern: G ["EDRKHPFYW] . (2) [STAGCN] [^P] 



Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. A BLASTP 
analysis of the patp database showed that N0V4 has 85 of 209 aa residues (40%) identical to, 
and 11 7 of 209 aa residues (55%) positive with, the 385 aa Saccharomyces cerevisiae Lipid 
metabolism protein encoded by the open reading frame YGR046w (patp:AAB19189, Expect = 
1 .6e-40). Patp results include those listed in Table 4G. 



Table 4G. Patp alignments of NOV4 


Sequences producing High- scoring Segment Pairs: 




Smallest 






Sum 




High 


Prob. 




. Score 


P(N) 


patp:AAB19189 Lipid metabolism protein encoded by .the open 
reading frame YGR046w - Saccharomyces cerevisiae, 385 aa. 


374 


1.6e-40 
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The disclosed N0V4 nucleic acid encoding a lipid metabolism associated protein-like 
protein includes the nucleic acid whose sequence is provided in Table 4A, or a fragment 
thereof. The invention also includes a mutant or variant nucleic acid any of whose bases may 
be changed from the corresponding base shown in Table 4A while still encoding a protein that 
maintains its lipid metabolism -like activities and physiological functions, or a fragment of 
such a nucleic acid. The invention further includes nucleic acids whose sequences are 
complementary to those just described, including nucleic acid fragments that are 
complementary to any of the nucleic acids just described. The invention additionally includes 
nucleic acids or nucleic acid fragments, or complements thereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlin^ting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 
derivatized. These modifications are carried out at least in part to enhance the chemical 
stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject. In the mutant or variant nucleic 
acids, and their complements, up to about 45 % percent of the bases may be so changed. 

The disclosed N0V4 protein of the invention includes the Upid metaboUsm -like 
protein whose sequence is provided in Table 4B. The invention also includes a mutant or 
variant protein any of whose residues may be changed from the corresponding residue shown 
in Table 4B while still encoding a protein that maintains its lipid metabolism -like activities 
and physiological functions, or a functional fragment thereof In the mutant or variant protein, 
up to about 58 % percent of the residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as Fab or 
(Fab)2. that bind immunospecifically to any of the proteins of the invention. 

The above defined information for this invention suggests that this lipid metabolism - 
like protein (N0V4) may function as a member of a v family". Therefore, the N0V4 nucleic 
acids and proteins identified here may be useful in potential therapeutic applications 
implicated in (but not limited to) various pathologies and disorders as indicated below. The 
potential therapeutic applications for this invention include, but are not limited to: 
cardiovascular disease research tools, for all tissues and cell types composing (but not limited 
to) those defined here 

Based on the tissues in which N0V4 is most highly expressed; including duodenum, 
small intestine, uterus, thymus, CAEC, liver, breast, lung, kidney; specific uses include 
developing products for the diagnosis or treatment of a variety of diseases and disorders. 
Additional disease indications and tissue expression for N0V4 is presented in Example 2. 
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The N0V4 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in cancer including but not limited to heart disease, stroke 
and/or other pathologies and disorders. For example, a cDNA encoding the lipid metabolism - 
like protein (N0V4) may be useful in cardiovascular disease therapy, and the lipid metabolism 
5 -like protein (N0V4) may be useful when administered to a subject in need thereof. By way 
of nonlimiting example, the compositions of the present invention will have efficacy for 
treatment of patients suffering from cardiovascular disease including but not limited to heart 
disease, hypertension, diabetes, stroke and renal failure. The N0V4 nucleic acid encoding 
lipid metabolism -like protein, and the lipid metabolism -like protein of the invention, or 

10 fragments thereof, may further be useful in diagnostic applications, wherein the presence or 
amount of the nucleic acid or the protein are to be assessed. 

N0V4 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immuno-specifically to the novel N0V4 substances for use in therapeutic or 
uiagiiostic methods. These antibcuxes may be generated accordmg to methods kiiown in the 

15 art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed N0V4 protein has multiple hydrophilic regions, each of which 
can be used as an immunogen. In one embodiment, a contemplated N0V4 epitope is from 
about amino acids I to 20 In another embodiment, a N0V4 epitope is from about amino 
acids 30 to 55. In additional embodiments, N0V4 epitopes are from about amino acids 60 to 

20 75, from about amino acids 80-95, from about amino acids 120 to 160, from about amino acids 
1 85-290 and from about amino acids 300-337. These novel proteins can be used in assay 
systems for functional analysis of various human disorders, which will help in understanding 
of pathology of the disease and development of new drug targets for various disorders. 

NOV5 

25 In another embodiment, the novel sequence is N0V5 (altematively referred to herein 

as 24SC239), which includes the 983 nucleotide sequence (SEQ ID NO:26) shown in Table 
5 A. A N0V5 ORP begins with a Kozak consensus ATG initiation codon at nucleotides 66-68 
and ends with a TGA codon at nucleotides 551-553. Putative untranslated regions upstream 
from the initiation codon and downstream from the termination codon are imderlined in Table 

30 5 A, and the start and stop codons are in bold letters. 

Table 5A. NOV5 Nucleotide Sequence (SEQ ID NO;26) 

"CCGCGGCTGTGTCGTCATACTTGCGCGCCGACGCCGCCGCTCGCTTGTGAAACTGGAAGGCTGCCA TGGCTAGCCCAGC 
CGCCTCCTCGGTGCGACCACCGAGGCCCAAGAAAGAGCCGCAGACGCTCGTCATCCCCAAGAATGCGGCGGAGGAGCAG 
AAGCTCAAGCTGGAGCGGCTCATGAAGAACCCGGACAAAGCAGTTCCAATTCCAGAGAAAATGAGTGAATGGGCACCTC 
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GACCTCCCCCAGAATTTGTCCGAGATGTCATGGGTTCAAGTGCTGGGGCCGGCAGTGGAGAGTTCCACGTGTACAGACA 

TCTGCGCCGGAGAGAATATCAGCGAGAGGACTACATGGATGCCATGGCTGAGAAGCAAAAATTGGATGOlGAGm 

AAAAGACrGGAAAAGAATAAAATTGCTGCAGAGGAGCAGACCGCAAAGCGCCGGAAGAAGCGCCAGAAGl^ 

AGAAATTACTGGCAAAGAAGATGAAACTTGAACAGAAGAAACAAGAAGGACCCGGTCAGCCCAAGGAGGAGGGGTC^^ 

CAGCTCTGCGGAGGCATCTGGAACAGAGGAGGAGGAGGAAGTGCCCAGTTTCACCATGGGGCX3ATQ A 

CAGCCTCTGCCTGGAACCTGGCTCGTGCTGTGACCAGAAGGGAAAGGCGGCTGTTTGGCTCTTTCrC 

CCGCTGACCCGCTGGATGGAGAGCAAAGGAGACCCCTCCCGAGCCGCTCaCAGTCCTGTATTTGGC^ 

TGAGGGGCGATCTCCCTGACACTC^GAGGCACTGCCTTGCAGACACCATCCGTGCTCCTGGTAAAGGGGGACA^ 

CTCACCTTGCCACATATTTGAACAGTGATGAGTTTGGGGCTGGTTTCTGGGAAGGGAACGTTTATTTAGTAAAGAGCAG 

AACACCCTTAAAAAAAAAAAAAAAAAAAAAAAAAA 



The N0V5 protein (SEQ ID NO:27) encoded by SEQ ID NO:26 is 184 amino acids in 
length and is presented using the one-letter code in Table 5B. The Psort profile for N0V5 
predicts that this sequence has no known signal peptide and is Ukely to be localized at the 
5 nucleus with a certainty of 0.9883. In alternative embodiments, a N0V5 polypeptide is 

located to the mitochondrial matrix space with a certainty of 0.1000, or the lysosome (lumen) 
with a certainty of 0. 1 000. The N0V5 protein has a molecular weight of 20996.9 Daltons. 



Table 5B. NOV5 protein sequence (SEQ ID NO:27) 



MASPAASSVRPPRPKKEPQTbVIPKNAAEEQKLKLERLMKNPDKAVPIPEKMSEWAPRPPPEFVRDVMGSSAG^ 

HVYRHLRRREYQRQDYMDAMAEKQKLDAEFQIOILEKNKIAAEEQTAKRWCKRQK^ 

EQGSSSSAEASGTEEEEEVPSFTMGR 



1 0 The reverse complement for N0V5 is presented in Table 5C. 



Table 5C, NOV5 reverse complement (SEQ ID NO:28) 



AAACTCATCACTGTTCAAATATGTGGCAAGGTGAGGCTCTCTGTCCCCCTTTACCAGGAGCACGGATGGT^^ 

GCAGTGCCTCTGAGTGTCAGGGAGATGGCCCCTCAGGCTCCCAAACCTGCCAAATACAGGACTGTGAGCGGCTCGGGAG 

GGGTCTCCTTTGCTCTCCATCCAGCQGGTCAGCGGGTCCTTGCGGGGGAGAAAGAGCCAAACTIGCCGCCTTTCCCT^ 

GGTCACAGCACGAGCCAGGTTCCAGGCAGAGGCTGTGGCAAACATTGTCATCGCCCCATGGTGAAACTGGGCACTTCCT 

CCTCCTCCTCTGTTCCAGATGCCTCCGCAGAGCTGCTGGACCCCTGCTCCTTGGGCTGACCGGGTCCTTCTTGTTTCTT 

CTGTTCAAGTTTCATCTTCTTTGCCAGTAATTTCTTCTCTTTTAACTTCTGGCGCTTCTTCCGGCGCTTTGCGGTCTGC 

TCCTCTGCAGCAATTTTATTCTTTTCCAGTCTTTTCTGAAACTCTGCATCCAATTTTTGCTTCTCAGCCATGGCATCCA 

TGTAGTCCTGTCGCTGATATTCTCTCCGGCGCAGATGTCTGTACACGTGGAACTCTCCACTGCCGGCCCCAGCACTTGA 

ACCCATGACATCTCGGACAAATTCTGGGGGAGGTCGAGGTGCCCATTCACTCATTTTCTCTGGAATTGGAACTGCTTTG 

TCCGGGTTCTTCATGAGCCGCTCCAGCTTGAGCTTCTGCTCCTCCGCCGCATTCTTGGGGATGACGAGCGTCTGCGGCT 

CTTTCTTGGGCCTCGGTGGTCGCACCGAGGAGGCGGCTGGGCTAGCCATGGCAGCCTTCCAGTTTCACAAGCGAGCGGC 

GGCGTCGGCGCGCAAGTATGACGACACAGCCGCGG 



BLASTP results for N0V5 are shown in Table 5D. 



Table 5D- BLAST results for NOV5 


Matching Entry (in 
SwissProt + 
SpTrEMBL) 


Description 


aa 

Length 


% 

Identity 


% 

Positive 


E 

Value 


Q9H875; AK023964; 
BAB14742.1 




CDNA FLJ13902 
FIS, CLONE 
THYRO1001793 . 
homo sapiens. 
3/2001 


184 


184/184 
(100%) 


184/184, 
(100%) 


le-102 
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Q9CWV6; AK010359; 
BAB26879.1 


PROTEIN . mus 
musculus. 6/2001 


186 


170/186 
(91%) 


174/186, 
(94%) 


4e*89 


Q9CY32; AK010359; 
BAB26879 .1 


PROTEIN, mus 
musculus. 6/2001 


186 


170/186 
(91%) 


174/186, 
(94%) 


4e-89 


Q9CXA5; AK018438; 
BAB31212.1 


8430424D23RIK 
musculus. 6/2001 


148 


133/148 
(90%) 


136/148, 
(92%) 




Q9V7K1; AE003808; 
AAF58048.1 


CGB441 PROTEIN, 
drosophila 
melanogaster. 
5/2000 


253 


75/158 
(47%) 


99/158, 
(63%) 


3e-30 



A multiple sequence alignment is given in Table 5E, with the N0V5 protein of the 
invention being shown on lines 1 in a ClustalW analysis comparing N0V5 with related protein 
sequences of Table 5D. 



1. SEQ 


ID 


NO 


:27, 


2, SEQ 


ID 


NO 


:29, 


3/2001 








3. SEQ 


ID 


NO 


:30, 


4. SEQ 


ID 


NO 


:31, 


5. SEQ 


ID 


NO 


:32, 


6. SEQ 


ID 


NO 


:33, 


N0V5 






1 


Q9Ka75 






1 


Q9CWV6 






1 


Q9Cy32 






1 


Q9CXA5 






1 


Q9V7K1 






1 


N0V5 






45 


Q9H875 






45 


Q9CWV6 






45 


Q9CY32 






45 


Q9CXA5 






7 


Q9V7K1 






61 



N0V5 

Q9K875 

Q9CWV6 

Q9Cy32 

Q9CXA5 

Q9V7K1 

N0V5 

Q9H875 

Q9CWV6 

Q9Cy32 

Q9C3CA5 

Q9V7K1 

N0V5 

Q9H875 

Q9CWV6 

Q9CY32 

Q9CXA5 

Q9V7K1 



104 
104 
104 
104 



154 
154 
155 
155 
117 
181 

184 
184 
186 
186 
148 
241 



Table 5E. Information for the ClustalW proteins: 

N0V5 

Q9H875 CDNA FLJ13902 FIS, CLONE THyRO1001793 . homo sapiens 

Q9CWV6 8430424D23RIK PROTEIN, mus musculus. 6/2001 

Q9CY32 8430424D23RIK PROTEIN, mus musculus. 6/2001 

Q9CXA5 8430424D23RIK PROTEIN, mus musculus. 6/2001 

Q9V7K CG8441 PROTEIN, drosophila melanogaster. 5/2000 



MAS 
MAS 
MAS 
-MAS 



r 



s 
s 
s 

aBs 



VRPPRP 
VRPPRP; 
VRPPRP 
VRPPRP 




PQTLVIP 
IBPQTLVIP 
PQTLVIP 

IeIpqtlvip 




MSLI K^LVKEgEQKAKKKKKNgGgGESDSDEf^KPLRPFllgTgTDLg^ 



PIPE 
PIPE 
PIPE 
PIPE 
PIPE 
33iPE! 




PPEFVRDVMGSSAGAGSGEFHVYRHLRRREYQRQDYMDAMAEKQ 
PPEFVRDVMGSSAGAGSGEFHVYRHLRRREYQRQDYMDAMAEKQ 
PPE FVRDVMGS S AGAGSGE FHVYRHLRRRE YQRQD YMDAMAE KQ' 
P PEFVRDVMGS S AGAGSGE FHVYRHLRRRE YQRQD YMDAMAEKQ 
PPSFVRDVMGSSAGAGSGEFHVYRHLRRREYQRQDYMDAMAEKQ 
pHfVRi31vMGS S AGAGSGEFHVYRHLRRSSe YfjRQ^ 



103 
103 
103 
103 
65 

KNlQNQSApS 120 



KLDAEFQKRLEKNKIAAEEQTAKRRKKRQKL 
KLDAE FQKRLEKNKI AAEEQTAKRRKKRQKL 
KLDAEFQKRLEKNKIAAEEQTAKRRKKRQKL 
KLDAEFQKRLEKNKIAAEEQTAKRRKKRQKL 
KLD AEF QKRLEKNKI AAEEQTAKRRKKRQKL 
b[^OSEL»li33AAEE5TAK!SR3KR 



66 

121 AAgEAY^KgDI^RR^ 




kleqkkqBe 
kleqkkqHe 
kleqkkqMe 
kleqkkqMe 
kleokkqWe 



k- 

K-j 

3BAS£DSNTDSE@E 



gSpkI 



gSpk 




fflc 

SSCQ'^ 
gsffiCjQ 
SsgCQ 

SrEEKAESSPEEGQg 







PS 








PS 






Se 


PS 






^E 


PS 






^£ 


PS 





TSl 



^VNSNTEAKSAEDTNAVELDSTEATKE 



153 
153 

154 
154 
116 
180 

184 
184 
186 
186 
148 
240 



SQNVDQEQDKPVP 



184 

184 
186 
186 
148 
253 
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ProDom results for N0V5 were collected from using a proprietary database. The 
results are listed in Table 5F with the statistics and domain description. 



Table 5F. ProDom results for NOV5 



ProDom Analysis 

Sequences producing High- scoring Segment Pairs: 

prcJm;380g2 p36 (1) INCE_CHICK // INNER CENTROMERE PROTEIN... 

pr(am:26211 p36 (1) D7_DICDI // CAMP -INDUCIBLE PRESPORE PR... 

prdm:4957 p36 (5) CALD(5) // CALDESMON CDM MUSCLE PROTE... 

prcam:22005 p36 (1) INCE^CHICK // INNER CENTROMERE PROTEIN... 



Smallest Sum 
High Probability 
Score P (N) 



119 
82 
74 
72 



l.le-06 
0 .00051 
0.0041 
0.0070 



>prdm:38062 p36 (1) INCE^CHICK // INNER CENTROMERE PROTEIN (INCENP) . CELL DIVISION; 
MICROTUBULES; COILED COIL; CENTROMERE; MITOSIS; CELL CYCLE; NUCLEAR PROTEIN; 
ALTERNATIVE SPLICING, 218 aa. 

Identities = 31/94 (32%), Positives = 57/94 (60%) for N0V5: 86-179 Sbjct : 9-98 
Identities * 29/97 (29%), Positives » 55/97 (56%) f or N0V5 : 86-182, Sbjct: 9-104 
Identities = 24/79 (30%), Positives = 46/79 (58%) for NOVS: 98-176, Sbjct: 2-73 

>prdm:26211 p36 (1) D7__DICDI // CAMP- INDUCIBLE PRESPORE PROTEIN D7 PRECURSOR. 

SPORULATION; SIGNAL, 112 aa. 

Identities = 24/90 (26%), Positives = 47/90 (52%) for NOVS : 88 -177, Sbjct: 16-96 
Identities = 21/76 (27%), Positives = 38/76 (50%) for N0V5 : 8-152, Sbjct: 16-91 

>prdm:4957 p36 (5) CALD(S) // CALDESMON CDM MUSCLE PROTEIN ACTIN-BINDING CALMODULIN- 
BINDING PHOSPHORYLATION ALTERNATIVE SPLICING REPEAT, 89 aa. 

Identities = 24/73 (32%), Positives = 40/73 (54%) for N0V5: 11-184, Sbjct: 8-80 

>prdm: 22005 p36 (1) INCE_CHICK // INNER CENTROMERE PROTEIN (INCENP). CELL DIVISION; 
MICROTUBULES; COILED COIL; CENTROMERE; MITOSIS; CELL CYCLE; NUCLEAR PROTEIN; 
ALTERNATIVE SPLICING, 71 aa . 

Identities = 18/67 (26%), Positives = 40/67 (59%) for NOVS: 96-160, Sbjct: 2-68 
Identities = 16/56 (28%), Positives = 29/56 (51%) for NOVS: 86-71, Sbjct: 16-71 

FROSITE - Protein Domain Matches for Gene ID: NOVO 5 

Pattern- ID: PKC_PHOSPHO_SITE PS00005 (Interpro) PDOC00005 
Pattem-DE: Protein kinase C phosphorylation site 
Pattern: [ST] . [RKJ 



Pattern- ID: 
Pattern-DE: 
Pattern: 



CK2_PH0SPH0_SITE PS00006 (Interpro) PDOC00006 
Casein kinase II phosphorylation site 
[ST] .{2} [DE] 



Pattern-ID: MYRISTYL PS00008 (Interpro) PDOC00008 
Pattem-DE: N-myristoylation site 



10 



The INCE^CHICK // INNER CENTROMERE PROTEIN (INCENP) is involved in 
cell division, microtubules, and centromeres. It is also involved with cell cycle through 
involvement with nuclear proteins and alternative splicing. The D7_DICDI // C AMP- 
INDUCIBLE PRESPORE PROTEIN D7 PRECURSOR is involved with cell signaling and 
sporulation. 

BLOCKS analysis was also perfonned on NOVS. Protein families that NOVS was 
similar to are shown in Table 5G. 
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Table 5G. BLOCKS Analysis of NOV5 

• 






Description 


Strength 


Score 


BLOOSOO 

W W V 


0 


inyuivjtoiii ijeca-H lainiiy proceins . 


1993 


1089 


BL01103E 


0 


Aspartate- semialdehyde dehydrogenase proteins 


1372 


1057 


BL00936A 


0 


RibOSOmal orotein L3R Dr*nt*p"infl 




1039 


BtiOiooac 


0 


Translationally controlled tumor protein. 


1430 


1026 


BL01179A 


0 


Phosphotyrosine interaction domain proteins ( 


1196 


1025 


BL01104C 


0 


Ribosomal protein L13e proteins. 


1458 


1022 


BL00412B 


0 


Neuromodulin (GAP-43) proteins. 


1927 


1006 


BL01252D 


0 


Endogenous opioids neuropeptides precursors p 


1763 


1005 


BL01118B 


0 


Translation initiation factor SUIl proteins. 


1517 


1003 


BL00692B 


0 


HIT family proteins. 


1500 


1002 



Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Patp results 
include those hsted in Table 5H. 



Table SH. Patp alignments of NOV5 

Sequences producing High- scoring Segment Pairs: 





% 

Identity 


% 

Positive 


patp:AAB50322 Human cytoskeleton-associated protein #2 - . . 


100% 


100% 


patp:AAB94798 Human protein sequence SEQ ID NO:l5925 - Ho... 


100% 


100% 


patp:AAG42902 Arabidopsis thaliana protein fragment SEQ I... 


45% 


57% 


patp:AAG42903 Arabidopsis thaliana protein fragment SEQ I... 


45% 


57% 


patp:AAG42904 Arabidopsis thaliana protein fragment SEQ I... 


45% 


57% 


patp:AAG51246 Arabidopsis thaliana protein fragment SEQ I... 


47% 


58% 


patp:AAG51247 Arabidopsis thaliana protein fragment SEQ I... 


47% 


58% 


patp:AAG51248 Arabidopsis thaliana protein fragment SEQ I... 


47% 


58% 



NO V5 is expressed in at least the following tissues: lung, ovary, prostate, tonsil, breast 
cancer, and ovarian cancer. This information was derived by determining the tissue sources of 
the sequences that were included in the invention including but not Umited to SeqCalling 

10 sources, Public EST sources. Literature sources, and/or RACE sources. 

The disclosed N0V5 nucleic acid encoding a novel protein includes the nucleic acid 
whose sequence is provided in Table 5 A, or a fragment thereof. The invention also includes a 
mutant or variant nucleic acid any of whose bases may be changed from the corresponding 
base shown in Table 5 A while still encoding a protein that maintains its activities and 

1 5 physiological functions, or a fragment of such a nucleic acid. The invention further includes 
nucleic acids whose sequences, are complementary to those just described, including nucleic 
acid fragments that are complementary to any of the nucleic acids just described. The 
invention additionally includes nucleic acids or nucleic acid fragments, or complements 
thereto, whose structures include chemical modifications. Such modifications include, by way 

20 of nonlimiting example, modified bases, and nucleic acids whose sugar phosphate backbones 
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are modified or derivatized. These modifications are carried out at least in part to enhance the 
chemical stability of the modified nucleic acid, such that they may be used, for example, as 
antisense binding nucleic acids in therapeutic appUcations in a subject. Ih the mutant or 
variant nucleic acids, and their complements, up to about 37 % percent of the bases may be so 
5 changed. 

The disclosed N0V5 protein of the invention includes thenovel protein whose 
sequence is provided in Table 5B. The mvention also includes a mutant or variant protein any 
of whose residues may be changed firom the corresponding residue shown in Table 5B while 
still encoding a protein that maintains its activities and physiological fimctions, or a functional 
1 0 firagment thereof. In the mutant or variant protein, up to about 37 % percent of the residues 
may be so changed. 

The invention fiirther encompasses antibodies and antibody firagments, such as Fab or 
(Fab)2. that bind immunospecifically to any of the protems of the invention. 

The NOV5 nucleic acids and proteins of the invention are useful in potential 

1 5 therapeutic applications imphcated in cancer including but not limited to breast cancer, 

ovarian cancer, and/or other pathologies and disorders. For example, a cDNA encoding the 
novel protein (N0V5) may be useful in cancer therapy, and thenovel protein (N0V5) may be 
useful when administered to a subject in need thereof. By way of nonlimiting example, the 
compositions of the present invention will have efficacy for treatment of patients suffering 

20 fi:om cancer including but not limited to breast and ovarian cancer. The N0V5 nucleic acid 
encoding novel protem, of the invention, or firagments thereof, may further be useful in 
diagnostic applications, wherein the presence or amoimt of the nucleic acid or the protein are 
to be assessed. 

N0V5 nucleic acids and polypeptides are further useful in the generation of antibodies 
25 that bind immuno-specifically to the novel N0V5 substances for use in therapeutic or 

diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction firom hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed N0V5 protein has multiple hydrophilic regions, each of which 
can be used as an immunogen. In one embodiment, a contemplated N0V5 epitope is firom 
30 about amino acids 1 to 20. In another embodiment, aN0V5 epitope is firom about amino 
acids 25 to 45. In additional embodiments, N0V5 epitopes are firom about amino acids 50 to 
55, firom about amino acids 60 to 70, firom about amino acids 85 to 100, and from about amino 
acids 105 to 175, These novel proteins can be used in assay systems for functional analysis of 
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various human disorders, which will help in understanding of pathology of the disease and 
development of new drug targets for various disorders. 



NOV6 

In anotlier embodiment, the E1F-2B epsilon subunit-like protein is N0V6 
5 (alternatively referred to herein as 24SC300), which includes the 2456 nucleotide sequence 
(SEQ E) NO:34) shown in Table 6A. A N0V6 ORF begms with a Kozak consensus ATG 
initiation codon at nucleotides 836-838 and ends with a TGA codon at nucleotides 1934-1936. 
Putative untranslated regions upstream from the initiation codon and downstream from the 
termination codon are underlined in Table 6A, and the start and stop codons are in bold letters. 

10 



Table 6A. NOV6 Nucleotide Sequence (SEQ ID NO:34) 

GAATTCCTGACTGCCACAGGTGTACAGGAAACATTTGTCTTTTGTTGCTGGAAAGCTGCTCAAATCAAAGAACA 
TTTACTGAAGTCAAAGTGGTGCCGCCCTACATCTCTCAATGTGGTTCGAATAATTACATCAGAGCTCTATCGAT 
CACTGGGAGATGTCCTCCGTGATGTTGATGCCAAGGCTTTGGTGCGCTCTGACTTTCTTCTGGTGTATGGGGAT 

TGTGATGACGATGATCTTCAAGQAGTCATCCCCCAGCCACCCAACTCGTTGCCACGAAGACAATGTGGTAGTGG 

CTGTGGATAGTACCACAAACAGGGTTCTCCATTTTCAGAAGACCCAGGGTCTCCGGCGTTTTGCATTTCCTCTG 

AGCCTGTTTCAGGGCAGTAGTGATGGAGTGGAGGTTCGATATGATTTACTGGATTGTCATATCAGCATCTGTTC 

TCCTCAGGTGGCACAACTCTTTACAGACAACTTTGACTACCAAACTCGAGATGACTTTGTGCGAGGTCT 

TGAATGAGGAGATCCTAGGGAACCAGATCCACATGCACGTAACAGCTAAGGAATATGGTGCCCGTGTCTCCAAC 

CTACACATGTACTCAGCTGTCTGTGCTGACGTCATCCGCCGATGGGTCTACCCTCTCACCCCAGAGGCGAACTT 

CACTGACAGCACCACCCAGAGCTGCACTCATTCCCGGCACAACATCTACCGAGGGCCTGAGGTCAGCCTGGGCC 

ATGGCAGCATCCTAGAGGAAA ATGTGCTCCTGGGCTCTGGCACTGTCATTGGCAGCAATTGCTTTATCACCAAC 

AGTGTCATTGGCCCCGGCTGCCACATTGGTGAGCACAGGTGATAACGTGGTGCTGGACCAGACCTACCTGTGGC 

AGGGTGTTCGAGTGGCGGCTGGAGCACAGATCCATCAGTCTCTGCTTTGTGACAATGCTGAGGTCAAGGAACGA 

GTGACACTGAAACCACGCTCTGTCCTCACTTCCCAGGTGGTCGTGGGCCCAAATATCACGCTGCCTGAGGGCTC 

GGTGATCTCTTTGCACCCTCCAGATGCAGAGGAAGATGAAGATGATGGCGAGTTCAGTGATGATTCTGGGGCTG 

ACCAAGAAAAGGACAAAGTGAAGATGAAAGGTTACAATCCAGCAGAAGTAGGAGCTGCTGGCAAGGGCTACCTC 

TGGAAAGCTGCAGGCATGAACATGGAGGAAGAGGAGGAACTGCAGCAGAATCTGTGGGGACTCAAGATCAACAT 

GGAAGAAGAGAGTGAAAGTGAAAGTGAGCAAAGTATGGATTCTGAGGAGCCGGACAGCCGGGGAGGCTCCCCTC 

AGATGGATGACATCAAAGTGTTCraGAATGAAGTTTTAGGMCACTACAGCGGGGCyU^GAGGAGAACATT^ 

TGTGACAATCTCGTCCTGGAAATCAACTCTCTCAAGTATGCCTATAACATAAGTCTAAAGGAGGTGATGCAGGT 

ACTGAGCCACGTGGTCCTGGAGTTCCCCCTGCAACAGATGGATTCCCCGCTTGACTCAAGCC6CTACTGTGCCC 

TGCTGCTTCCTCTGCTAAAGGCCTGGAGCCCTGTTTTTAGGAACTACATAAAGCGCGCAGCCGACCATTTGGAA 

GCGTTAGCAGCCATTGAGGACTTCTTCCTAGAGCATGAAGCTCTTGGTATTTCCATGGCCAAGGTACTGATGGC 

TTTCTACCAGCTGGAGATCCTGGCTGAGGAAACAATTCTGAGCTGGTTCAGCCAAAGAGATACAACTGACAAGG 

GCCAGCAGTTGCGCAAGAATCAACAGCTGCAGAGGTTCATCCAGTGGCTAAAAGAGGCAGAAGAGGAGTCATCT 

GAAGATGACTG AAGTCACACTGCCTGCTCCTTTGGGTGTGATTGAGTGCCCTCCTGGCTCCTGGGCTGGGACAA 

GTGAGGAACTAGCTGCAGAGGGATGAGTGACCACCATCCAGGCTGAGACTGAAAGGAGCAGAGGCTGGAACTAC 

AGTATTCTTTCCCCTGCTAGCAACCATGTGCCTCCCATCCTGACTGTGGAGTTGGGATGTGGAAGTGGGGCTGG 

AACAAAGCTTCTGCCTAGGGAGGAGCTAAGCAGGCCCGGCAGTTGGAGGAAGGCCAGAGGAACAGCTTTGTGCT 

CCGGCTTTCCCTCAGGGAACAGCAGAGAGCAGTTGGCTCTTTCTGCTGCTTGTATATGTTAATATTAAAAGAGA 

GAGTGGTGTATTTGGTTTGTCTCCATCCCCGACTAATCAGCCAGTGAAGTATGTGACCAGAATCACATGATAGC 

CTTTCCTTAACACCTGGGGGAGAGGGAGGACGGGTGTGCCAGCCACTAGGTGGTACTGTGGTACCTTGCTAATT 

AACCTTTCCCATGG 



The N0V6 40789.4 Dalton protein (SEQ ID NO:35) encoded by SEQ JD NO:34 is 366 
amino acids in length and is presented using the one-letter code in Table 6B. The Psort profile 
for N0V6 predicts that this sequence has a signal peptide. The most likely cleavage site for a 
15 N0V6 peptide is between amino acids 21-22, Le. at the dash between amino acids VSL-AP. 
N0V6 is likely to be localized outside the cell with a certainty of 0.6138. In alternative 
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embodiments, a N0V6 polypeptide is located to the lysosome (lumen) with a certainty of 
0.01900, the endoplasmic reticulum (membrane) with a certainty of 0.1000, or the 
endoplasmic reticulum(limien) with a certainty of 0.1000. 



Table 6B, NOV6 proteitt sequence (SEQ ID NO:35) 

MCSWALALSLAAIALSPTOSLAPAATLVSTGDNVVLDQTYLWQGVRVAAGA 

QVWGPNITLPEGSVISLHPPDAEEDEDDGEFSDDSGADQEKDKVKMKGYNPAEVGAAGKGYLWKAAGMNMEEEEELQ 
QNLWGLKINMEEESESESEQS^!DSEEPDSRGGSPQ^©DIKVFQNEVLGTLORGKEENISCDmlVLEINSLKyAYNISL 
KEVMQVLSHWLEFPLQQMDSPLDSSRYCALLLPLLKAWSPVPRNYIKRAADHLEAI^ 

MAF YQLE I LAEETI LSWFSQRDTTDKGQQLRKNQQLQRFIQWliKEAEEESSEDD 



The reverse complement for N0V6 is presoated in Table 6C. 



Table 6C NOV6 reverse complement (SEQ ID NO:36) 

CCATGGGAAAGGTTAATTAGCAAGGTACCACAGTACCACCTAGTGGCTGGCACACCCGTCCTCCCTCTCCCCCAGGTG 

TTAAGGAAAGGCTATCATGTGATTCTGGTCAmTACTTCACTGGCTGATTAGTCGGGGATGGAGACAAACCAAATACA 

CCACTCTCTCTTTTAATATTAACATATACAAGCAGCAGAAAGAGCCAACTGCTCTCTGCTGTO 

GGAGCACTUUVGCTGrTCCTCTGGCCTTCCTCCAACTGCCGGGCCTGCTTAGCTCCTC^^ 

AGCCCCACTTCCACATCCCAACTCmCAGTCAGGATGGGAGGCACATGGTTGCTAGa^GGGGAAAGAAT^^ 

CCAGCCTCTGCTCCTTTCAGTCTCAGCCTGGATGGTGGTCACTCATCCCTCrGCAGCTAGTTCCTCACTTGTCC 

CCAGGAGCCAGGAGGGCACTCAATCACACCCAAAGGAGCAGGCAGTGTGACTTCAGTCATCTTCAGATGACTCCTCTT 

CTGCCTCTTTTAGCCACTGGATGAACCTCTGCAGCTGTTGATTCTTGCGCAACTGCTGGCCCTTGTCAGTTGTATCTC 

TTTGGCTGAACCAGCTCAGAATTGTTTCCTCAGCCAGGATCTCCAGCTGGTAGAAAGCCATCAGTACCTTGGCCATGG 

AAATACCAAGAGCTTCATGCTCTAGGAAGAAGTCCTCT^TGGCTGCTAACGCTTCCAAATGGTCGGCTGCGCGCTTTA 

TGTAGTTCCTAAAAACAGGGCTCCAGGCCTTTAGCAGAGGAAGCAGCAGGGCACAGTAGCGGCTTGAGTCAAGCGGGG 

AATCCATCTGTTGCAGGGGGAACTCCAGGACCACGTGGCTCAGTACCTGCATCACCTCCTTTAGACTTATGTTATAGG 

CATACTTGAGAGAGTTGATTTCCAGGAOSAGATTGTCACAAGAAATGTTCTCCTCTTTGCCCCGCTGTAGTGTTC 

AAACTTCATTCTGGAACACTTTGATGTCATCCATCTGAGGGGAGCCTCCCCGGCTGTCCGGCTCCT 

TTTGCTCACTTTCACTTTCACTCTCTTCTTCCATGTTGATCTTGAGTCCCCACAGATTCTGCTGCAGTTCCTCCT 

CCTCCATGTTCATGCCTGCAGCTTTCCAGAGGTAGCCCTTGCCAGCAGCrCCTACTTCTGC^ 

TCTTCACTTTGTCCTTTTCTTGGTCAGCCCCAGAATCATCACrGAACrCGCCATCA 

GAGGGTGCAAAGAGATCACCGAGCCCTCAGGCAGCGTGATATTTGGGCCCACGACCACCTGGGAAGTGAGGACAGAGC 

GTGGTTTCAGTGTCACTCGTTCCTTGACCTCAGCATTGTCACAAAGCAGAGACTGATGGATCTGTGCTCCAGCCGCCA 

CTCGAACACCCTGCCACAGGTAGGTCTGGTCCAGCACCACGTTATCACCTGTGCTCACCAATGTGGCAGCCGGGGCCA 

ATGACACTGTTGGTGATAAAGCAATTGCTGCCAATGACAGTGCCAGAGCCCAGGAGCACATTTTCCTCTAGGATGCTG 

CCATGGCCCAGGCTGACCTCAGGCCCTCGGTAGATGTTGTGCCGGGAATGAGTGCAGCTCTGGGTGGTGCTGTCAGTG 

AAGTTCGCCTCTGGGGTGAGAGGGTAGACCCATCGGCGGATGACGTCAGCACAGACAGCTGAGTACATGTGTAGGTTG 

GAGACACGGGCACCATATTCCTTAGCTGTTACGTGCATGTGGATCTGGTTCCCTAGGATCTCCTCATTCACTAAGAGA 

CCTCGCACAAAGTCATCTCGAGTTTGGTAGTCAAAGTTGTCTGTAAAGAGTTGTGCCACCTGAGGAGAACAGATGCTG 

ATATGACAATCCAGTAAATCATATCGAACCTCCACTCCATCACTACTGCCCTGAAACAGGCrCAGAGQAAATGCAAJ^ 

CGCCGGAGACCCTGGGTCTTCTGAAAATGGAGAACCCTGTTTGTGGTACTATCCACAGCCACTACCACATTGTCTTCG 

TGGCAACGAGTTGGGTGGCTGGGGGATGACTCCTTGAAGATCATCGTCATCAaGAAACATTTTTTTCTAGCTTCCGT 

CTCAACCTGTGTTCCTCAAGGGCTCTGGTGATATTGATGTTTGAGATGACATCCCCATACACCAGAAGAAAGTCA 

CGCACCAAAGCCTTGGCATCAACATCACGGAGGACATCTCCCAGTGATCGATAGAGCTCTGATGTAATTATTCGA^ 

ACATTGAGAGATGTAGGGCGGCACCACTTTGACTTCAGTAAATGTTCTTTGATTTGAGCAGCTTTCCAGCAAC^^ 

ACAAATGTTTCCTGTACACCTGTGGCAGTCAGGAATTC 



BLASTP results for N0V6 are shown in Table 6D. 



Table 6D. BLAST results for NOV6 


Matching 
Entry (in 
SvrissProt * 

SpTrEMBL) 


Description 


aa 

Length 


% 

Identity 


%^ 

Positive 


E 

Value 
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E2BE HUMAN; 

U23028; 

AAC50646.1 


TRANSLATION INITIATION 
FACTOR EIF-2B EPSILON 
SUBUNIT (EIF-2B GDP- 
GTPEXCHANGE FACTOR) 
(FRAGMENT), homo sapiens. 
7/1999 


641 


335/336 
(100%) 


336/336, 
(100%) 


0.0 


E2BE_RABIT; 
U23 03 7; 
AAC48618.1 


TRANSLATION INITIATION 
FACTOR EIF-2B EPSILON 
SUBUNIT (EIP-2B GDP- 
GTPEXCHANGE FACTOR) . 
oryctolagus cuniculus. 
7/1999 


721 


294/336 
(88%) 


318/336, 
(9S%) 


le-171 


E2BE_RAT; 

U19516; 

AAB17690.1 


TRANSLATION INITIATION 
FACTOR EIF-2B EPSILON 
SUBUNIT (EIF-2B GDP- 
GTPEXCHANGE FACTOR) . rattUS 
norvegicus. 7/1999 


716 


292/336 
(87%) 


314/336, 
(93%) 


le-168 


064760; 

AC004238; 

AAC12836.1 


PUTATIVE TRANSLATION 
INITIATION FACTOR BIF-2B- 
EPSILON SUBUNIT. arabidopsis 
thaliana . 6/2001 


730 


100/362 
(28%) 


170/362, 
147%) 


le-34 


Q9SRU3 ; 

AC009755; 

AAF02111.1 


PUTATIVE TRANSLATION 
INITIATION FACTOR EIP-2B 
EPSILON SUBUNIT. arabidopsls 
thaliana. 6/2001 


676 


96/341 
(28%) 


166/341, 
(49%) 


8e-29 



A multiple sequence aligimaent is given in Table 6E, with the N0V6 protein of the 
invention being shown on lines 1 in a ClustalW analysis comparing N0V6 with related protein 
sequences of Table 6D. 



Table 6£. Information for the ClustalW proteins: 

N0V6 

E2BE_HUMAN EIF-2B GDP -GTPEXCHANGE FACTOR 7/1999 
E2BE_RABIT EIF-2B GDP -GTPEXCHANGE FACTOR 7/1999 
E2BE_RAT EIF-2B GDP- GTPEXCHANGE FACTOR 7/1999 
064760 PUTATIVE EIF-2B-BPSIL0N SUBUNIT 6/2001 
Q9SRU3 PUTATIVE EIP-2B EPSILON SUBXJNIT 6/2001 



N0V6 

E2BE_HUMAN 

E2BE_RABIT 

E2BE_RAT 

064760 

Q9SRU3 



N0V6 

E2BE_HDMAN 

E2BE_RABIT 

E2BE_RAT 

064760 

Q9SRa3 

N0V6 

E2BE_HUMAN 

E2BE_RABIT 

B2BE_RAT 

064760 

Q9SRU3 

N0V6 

E2BE_HUMAN 
E2BE_RABIT 
E2BE RAT 
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1. SEQ ID NO:35, 

2. SEQ ID NO:37, 

3. SEQ ID NO:38, 

4. SEQ ID NO: 39, 

5. SEQ ID NO: 40, 

6. SEQ ID N0:41, 



1 
1 
1 
1 
1 
1 

1 
1 

61 
56 
43 
43 

41 

41 

121 

116 

103 

100 



- 1 

- - 1 

MATTWAPPGAVSDRANKRGGGPGGGGGGGGARGAEEBSPPPLQAVLVADSFNRRFFPIS 60 

-MAATAAVPSAVGGRANKRGGGSGGGG TQGAEEEPPPPLQAVLVADSFDRRFFPI S 5 5 

MGAQKKGGAAARVSEDAEVQS RHRLQAILLADSFATKFRPVT 42 

MASRKK- -RAAKISEDSEEEQS RRQRLQAILLADSFATKLLPLT 4 2 



EFfflTATgVQ 

efBtatBvq 

kdqprvllplanvalidytlefwtatSvq 
kdqprvllplanvalidytlefStatBvq 
lerpkvllpivnvpmidytlawBesaHie 
lerpnvllplvnipmidytlawBesaSie 





R{ 

r{ 
r] 

m 

t 

ti 



itsely 
itsely 

ITSELY 
[iTjSDLY 
ES-HKSI 

Iespqns 




FjjLV 

F 



DVDAKALVRSraLBEY 

dvdakalvrsHSl 

DVDAKALVRSffi 

DVDAi6u.yRS 

YMYBQQTETSiQIQQj 
yiYEQQIETSQSIQi 




NVSVjl 
NV'SvSl|| 
V^lMu! 



97 
97 

177 NVS 
172 NVSVS 



SspS-- 




BspB-- 




Bsp|-- 


mw 


SspI-- 


mm 




INdTRALE 
IKITI^ALE 
INVTRALE 
INISKALEI 
PLADLI 
PLTQLIQI 

FQKTQG- 
PQKTQG- 
FQKTQG- 
FQKTdG- 



|CRPTS 
CRPTS 
CRPTS 
CHPTSI 
YSHP 
SHKDFTjSK 99 



SLEK 96 
LEK 96 
LEK! 176 
SLEK 171 
KDE 161 
KDE 159 




LRRFi^PLg 


150 


lrrfaBplS 


150 


LRRFsBpLffl 


230 


lrhfsIplgS 


225 
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O64760 
Q9SRU3 

N0V6 

E2Be3rABIT 
E2Be2rAT 
O64760 
Q9SRU3 

N0V6 

E2BE__HUMAN 

E2BE_RABIT 

E2BE_RAT 

064760 

Q9SRU3 

K0V6 

£2BE_HUMftN 
E2BE_RABIT 
E2BE RAT 
064760 
Q9SRU3 

N0V6 

E2BE_HUMAN 

E2BE_RABIT 

E2BE_RAT 

064760 

Q9SRU3 

N0V6 

E2BE_HnMAN 

E2BE_RABZT 

E2BE_RAT 

064760 

Q9SRU3 

N0V6 

E2BE_HUMAN 

E2BE_RABIT 

E2BE_RAT 

064760 

Q9SRU3 

N0V6 

E2BE_HUMAN 

E2BE_RABZT 

E2BE_RAT 

064760 

Q9SRn3 

N0V6 

E2BE_HUMAN 

E2BE_RABIT 

E2BE_RAT 

064760 

Q9SRn3 

N0V6 

E2BE_KUMAN 
E2BE_RABIT 

E2BE_RAT 

064760 

Q9SRU3 



161 -KAI 
159 -KAI 



151 FQGS^D 
151 FQGi^S 
231 FQgIsGAi 
226 FQGSIiD 
221 LD-TOPS 




laQiiFiii 

QSLITDHQlipi 




KpLWgYEEDKIDHPSGSVCLE 
iKQiJYyDED- NICISd 




203 LD-RNPSfflLIiCSm 




lEViRY^Ljil 
lEVRySliLB 

IiryT 
iVgnSmqB 



IglCSP 
iSlCSP 

iBicsp 
iBics? 

IglCSP 

iBics 



qBaq 



LFMDWFDYQ 
LFHDNFDYQi 

lfRdnfdyq 



lfrdnfdyq 
lfBdnfdyqi 
lfKdnfdyqU 



211 VTAKEHGAgVS 
211 VTAKeRgaHvS 
291 VTTReBgaBvS 
286 VTSREgGsSvSigL 
280 EIHSsBagSidSfrS 
262 EISSCgAsSlE^FRS 



271 GHGSltEElJ[VjEj 

271 GHGSIljEE^IiLgS 

351 GHG)^IIiEENV;bL 

346 GHGJ^VIiEENViLL 

338 SRS^ADVGASTVI 

320 LPSAH\^GAs'Yyi 

AEfflKERVT 
AEfflKERVTj 

:Bkeqvt| 
|raeJkervi 

VjKIRAGA' 

IevIkSJcagai 

390 ---aJBqekdkvkmkgynpa 
390 ---adqekdkvkmkgynpa 

470 ---VNQAKEKAKIiKGYNpk 
465 ---AbQEKEKVKLKGYNPA 
458 SGTApHLSGLNLQMESKAS 
432 NLLSGVDLQMESK--- 




688 
694 
651 




TRDDFVRGL&VWEE 
niDDFVRGliLVNJJE 
TRDDFVRGliLVtra:E 
TRDDFVRGLkiVNEE 
SLRRHFVKGVLyDD! 
E^CDFVEGVxiAbDQl 





STTQSCTHS[ 
[TDSTTpSCTHsl 
STAbaCTHsfe 
SSTpStYTHSraHNl 
G--NRPLKLGBQGj 
;G--NKTLKIj£SQd 



pGPEfflSL 270 
RGPeSsL 270 
RGFeQsL 350 
P^GPeS^L 345 
KASdBvQ 337 
KASDATQ 319 




I 

r 
I 
I 
I 

GcBl 



PNITLHEGgVI 

pnitlBegBvi 
pnitlHegBvi 

phllLgEGivi 
RbFWBAY 



SFi<^^Rp,FVygAYgQ, 




|EfflDGEFSD| 

eS^gefsdI 
dgqfsd 

DGQFSDj 
BELEY 
|SjgEJ 





AAGMNMEEEEEIiQQ 

K AAGMNMEEEEEI|iQ: 

K AADMNTEKEEEI*QS 

AEDVDEKEDEELjRQSl 

CEGAHDEEWKHSVAPIP^E^ 
- - -QACEDEWKHSVPPIPgD 




GijKINM 441 

GL-Kim 441 

GlixiOT 521 

GLMII^ 516 

EITQA^; 517 

;pqiK^' 482 



442 EEESESESEQSMDgEgPDgRG(^PQI 
442 EEESESESEQSMdBeHppBrGgSpQ 
522 EEESETisERSMDgEglimAGBpQ 

517 eeesetesersvdpeBldBragBpq 

518 ddddtddeswptSg§l"k1dad"in 



4 83 DDDDTDDES WTTHGDAN- - - Tgl 




ENI 
ENI 
Egl 
ENI 
ENI 
ENI 





\^SLi<^VMQVi;SHVj\^ 555 
VSLKEVMQVLSHVVLEFpBoQMDg 555 
I'SLKSVMQVLSHVVLEFPnQQ 635 
ISLKEVMQVIiSHVVLEPpBqqWg^^ 630 
ESADCAGATFFSMIKLAgpTPHNS*^^ -SELYKNAASIXTk|kDL;LGfB 63 5 
:ESAHCAGAIF>';SMMKLAySTPHkl.S;Ii- -MPIiYRNASSliTRBKGLLGFS 590 



556 IjgR^^HLjgALAAIgDFFLg- 
556 IgRAAbHLBALAAlBDFFLB- 
63 6 iBrAADHlBaLAAiBeFFlB- 

631 iBrAadhlBalaaiBdfflB- 

636 i^SKIDEQlBviMKFBEMCQBsi 



591 VjgKSDiEQIgNaSRLaEMCEa^ 




|QL--EI 

gfHql--ei 
fBol--ei 

LLHpK--b 

ynBeeendli 




|S|FSQRPT™ 612 
!s|FSQRbTTffl 612 
S|FGQRDVtB 692 
fflpSORblTB 687 
rSeEEKAGaB 693 
IR^SDEkIaGA^ 650 



613 i«3QQL;RKNQfflLQ 
613 i^GQQLRKNQfflLQ 
6 93 KGRiQIiRKNofflLQ 

kgqqlrknqSl'q 

EADKVYLK-BciDTi 



ESDKVYLK-fflCEPl 




SSEm 641 

ISSkffl 641 

SSEffl 721 

Sbffl 716 

EDEggEDEEEEEDN 73 0 
SDDEDG 676 



53 



02165g9A2 I > 



wo 02/16599 PCTAJSOl/26510 

ProDom results for N0V6 were collected from a public database. DOMAIN results 
for NO V6 were collected using the PFAM HMM database. The results are listed in Table 6F 
with the statistics and domain description. 



Table 6F. Domain results for NOV6 

ProDom Analysis 

prdm: 15525 p36 (2) E2BE(2) // TRANSLATION FACTOR EIF-2B XNTTIATION EPSILON SUBUNIT GDP- 
GTP EXCHANGE AMINO-ACID BIOSYNTHESIS, 3 11 aa. 

Identities = 270/3 1 1 (86%), Positives = 290/3 1 1 (93%) for Query: 56-366 and Sbjct: 1-311 

>prdin: 14746 p36 (2) E2BE(2) // FACTOR TRANSLATION EIF-2B SUBUNIT EXCHANGE INITIATION 
EPSILON GDP-GTP AMINO-ACID BIOSYNTHESIS, 261 aa. 

Identities 61/245 (24%), Positives = 109/245 (44%) for Query: 129-358 and Sbjct: 17-261 

>prdm:3752 p36 (7) IF5(7) // INITIATION FACTOR PROTEIN EUKARYOTIC TRANSLATION EIF-5 

BIOSYNTHESIS OTP-BINDING PROBABLE ALTERNATIVE, 260 aa. 

Identities = 37/94 (39%), Positives = 51/94 (54%) for Query: 278-363 and Sbjct: 126-219 

>prdm:48803 p36 (1) SSRP_DROME // SINGLE-STRAND RECOGNITION PROTEIN (SSRP) (CHORION- 
FACTOR 5). DNA-BINDING; RNA-BINDING; NUCLEAR PROTEIN, 58 aa. 
Identities - 9/20 (45%), Positives = 15/20 (75%) for Query: 100-1 19 and Sbjct: 2 -20 
Identities == 10/29 (34%), Positives = 15/29 (51%) for Query: 165-193 and Sbjct: 29-56 

>prdm:25633 p36 (1) FI<:BLDR0ME // 39 KD FK506-BINDING NUCLEAR PROTEIN (PEPTIDYL-PROLYL CIS- 
TRANS ISOMERASE) (PPIASE) (EC 5,2.1.8). ISOMERASE; ROTAMASE; NUCLEAR PROTEIN, 85 aa. 
Identities = 27/85 (31%), Positives = 42/85 (49%), for Query: 102-186, Sbjct: 3-78 

PFAM HMM Domain Analysis o£ NOV06 

Model Description Score E-value 



W2 (InterPro) eIF4-gaTnnia/eIF5/elF2-epsilon 121.5 1.6e-32 

hormone2 (InterPro) Peptide hormone 10.4 0.76 

Parsed for domains : 

Model Domain seq-f seq-t hmm-f hmm-t score E-value 



horTtione2 1/1 342 357 .. 13 28 .] 10.4 0.76 

W2 1/1 284 366 .J 1 87 [] 121.5 1.6e-32 



PROSZTE - Protein Domain Hatches £or Gene IDs NOVO 6 
Pattern-ID: ASN_GLYCOSyLATION PSOOOOl (Interpro) PDOCOOOOl 
Pattem-DE: N-glycosylation sites 
Pattern: N["P] [ST] ["Pl 

N0V6 Position: 85- NITL; 213-NISC; 231-NISL 

Pattern-ID: PKC_PHOSPHO_SITE PS00005 (Interpro) PDOC00005 
Pattern-DE: Protein kinase C phosphorylation sites 
Pattern: [ST] . (RK] 

N0V6 Position: 69 -TLK; 225 -SLK; 233-SLK; 259-SSR; 331-SQR; 336-TDK 

Pattern- ID: CK2_PH0SPH0_SITE PS00006 (Interpro) PDOC00006 
Pattern-DE: Casein kinase II phosphorylation sites 
Pattern: 1ST] . {2} [DE] 

N0V6 Position: 29-STGD; 87-TLPE; 114-SGAD; 170-SESE; 233-SLKE; 255-SPLD; 331- 
SQRD; 362-SSED 

Pattern-ID: MYRISTYL PS00008 (Interpro) PDOC00008 
Pattern-DE: N-myristoylation sites 
Pattern: G ["EDRKHPFYW] . {2} [STAGCN] ["PJ 

N0V6 Position: 44-GVRVAA; 91-GSVISL; 161-GLKINM; 305-GISMAK 

BLOCKS Analysis ^ ^ 
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AC# 




Description 


Strength 


Score 


BL00260 


0 


Glucagon / GIP / secretin / VIP family protei 


1460 


1100 


BL00501B 


0 


Signal peptidases I serine proteins. 


1234 


1061 


BijO0558A 


0 


Eukaryotic mitochondrial porin proteins. 


1284 


1056 


BL00486C 


0 


DNA mismatch repair proteins mutS family prot 


1682 


1037 


BL00808J 


0 


ADP-glucose pyrophosphorylase proteins. 


1397 


1036 


BL00992B 


0 


Serum amyloid A proteins. 


1851 


1024 


BL01271B 


0 


Sodium: sulfate symporter family proteins. 


1480 


1022 


BL00132E 


0 


Zinc carboxypeptidases, zinc-binding region i 


1608 


1020 



The translation factor eif-2B initiation epsilon subunit is involved with GDP-GTP 
exchange, and amino acid biosynthesis. The initiation factor protein eukaryotic translation 
EIF-5 is thought to be involved with biosynthesis and GTP-binding. The single-strand 
5 recognition protein (SSRP) (chorion-factor 5) is involved with DNA-binding; and RNA- 
binding. The FK506-binding nuclear protein (peptidyl-prolyl cis-trans isomerase) (PPIASE) 
(EC 5.2.1.8) is a rotamase; and is involved with nuclear proteins. 

Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Patp results 
10 include those listed in Table 6G. 



Table 6G. Patp alignments of NOV6 


Sequences producing High-scoring Segment Pairs: 








% 

Identity 


% 

Positive 


patp:AAB43883 Human cancer associated protein sequence 
SEQ ID N0:1328 - Homo sapiens, 424 aa. PNaWO200055350-Al. 
Expect 5s 7.6e-06 


29/96 
(30%) 


55/96 
(57%) 



The eIF4-ganima/eIF5/eIF2-epsilon proteins are involved with regulation of genes at 
the translational level, and are involved with GTP-GDP exchange. Peptide honnones are 
15 involved in many physiological processes including glucose and fat metabolism, immune 
system regulation, and neuronal regulation. 

N0V6 is expressed in at least the following tissues: placenta, small intestine, larynx, 
kidney, muscle, colon, tonsil, stomach, uterus, bone marrow, brain and others. This 
information was derived by determining the tissue sources of the sequences that were included 
20 in the invention including but not limited to SeqCalling sources, Public EST sources. 
Literature sources, and/or RACE sources. 

The disclosed N0V6 nucleic acid encoding a novel protein includes the nucleic acid 
whose sequence is provided in Table 6A, or a fragment thereof. The invention also includes a 
mutant or variant nucleic acid any of whose bases may be changed from the corresponding 
25 base shown in Table 6A while still encoding a protein that maintains its activities and 
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physiological functions, or a fragment of such a nucleic acid. The invention further includes 
nucleic acids whose sequences are complementary to those just described, including nucleic 
acid fragments that are complementary to any of the nucleic acids just described. The 
invention additionally includes nucleic acids or nucleic acid fragments, or complements 
5 thereto, whose structures include chemical modifications. Such modifications include, by way 
of nonlimiting example, modified bases, and nucleic acids whose sugar phosphate backbones 
are modified or derivatized. These modifications are carried out at least in part to enhance the 
chemical stability of the modified nucleic acid, such that they may be used, for example, as 
antisense binding nucleic acids in therapeutic apphcations in a subject. Li the mutant or 
10 variant nucleic acids, and their complements, up to about 13 % percent of the bases may be so 
changed. 

Tlie disclosed N0V6 protein of the invention includes thenovel protein whose 
sequence is provided in Table 6B. The invention also includes a mutant or variant protein any 
of whose residues may be changed from the cofi espondiug residue shown ki Tabic 6B wliile 
15 still encoding a protein that maintains its activities and physiological functions, or a functional 
fragment thereof In the mutant or variant protein, up to about 13 % percent of the residues 
may be so changed. 

The invention fiulher encompasses antibodies and antibody fragments, such as Fab or 
(Fab)2. that bind immunospecifically to any of the proteins of the invention. 

20 The N0V6 nucleic acids and proteins of the invention are useful in potential 

therapeutic applications implicated in cancer including but not limited to breast cancer, 
ovarian cancer, and/or other pathologies and disorders. For example, a cDNA encoding the 
novel protein (N0V6) may be useful in cancer therapy, and the novel protein (N0V6) may be 
useful when administered to a subject in need thereof By way of nonlimiting example, the 

25 compositions of the present invention will have efficacy for treatment of patients suffering 
from cancer including but not limited to breast and ovarian cancer. The N0V6 nucleic acid 
encoding novel protein, of the invention, or fragments thereof, may further be useful in 
diagnostic applications, wherein the presence or amount of the nucleic acid or the protein are 
to be assessed. 

30 N0V6 nucleic acids and polypeptides are further useful in the generation of antibodies 

that bind immuno-specifically to die novel N0V6 substances for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed N0V6 protein has multiple hydrophilic regions, each of which 
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can be used as an iminunogen. In one embodiment, a contemplated N0V6 epitope is from 
about amino acids 60 to 75. In another embodiment, a N0V6 epitope is from about amino 
acids 100 to 135, In additional embodiments, N0V6 epitopes are from about amino acids 145 
to 155, from about amino acids 160 to 190, from about amino acids 200 to 220, from about 
5 amino acids 230 to 235, from about amino acids 250 to 270, from about amino acids 280 to 
290, and from about amino acids 320 to 360. These novel proteins can be used m assay 
systems for functional analysis of various human disorders, which will help in understanding 
of pathology of the disease and development of new drug targets for various disorders. 



NOV7 

10 In another embodiment, the novel sequence is N0V7 (alternatively referred to herein 

as 24SC526), which includes the 2004 nucleotide sequence (SEQ ID NO:42) shown in Table 
7 A. A N0V7 ORF begins with a Kozak consensus ATG initiation codon at nucleotides 176- 
178 and ends with a TGA codon at nucleotides 404-406. Putative untranslated regions 
upstream from the initiation codon and downstream from the termination codon are underlined 

15 in Table 7A, and the start and stop codons are in bold letters. 



Table 7A. NOV? Nucleotide Sequence (SEQ ID NO:42) 

gggcgcgcggcctcgaggccttccggtgcgggagaaactactactcccataatgccccgcggtcccgcgagct'g 

CCAGTCTCGTCGCGAGAAGCAGCGGCCCGGGGCGACTGAGCGGACAAACGGAAGTGTAGGTTACGGTCTGAGAC 

ATCACCGCCAAGCTGGGCATCGGGGAG ATGGCCGAGACTGACCCCAAGACCGTGCAGGACCTCACCTCGGTGGT 

GCAGACACTCCTGCAGCAGATGCAAGATAAATTTCAGACCATGTCTGACCAGATCATTGGGAGAATTGATGATA 

TGAGTAGTCGCATTGATGATCTGGAAAAGAATATCGCGGACCTCATGACACAGGCTGGGGTGGAAGAACTGGAA 

AGTGAAAACAAGATACCTGCCACGCAAAAGAGTTG AAGGTTGCTAATAATTTATACTGGAATCTGGCAT^^ 

CAAGCCAAGAGAAGATCGAATGGCTTTTTGCAGCTAACTACTATGTGTAGACAGGTTTTATATTATAAAG 

CATTCTTATCACCTAGTATATAGTTAGTTTGTAGAGTGATTTCCCCCCAGTTTCTTGAACATGGTATCTTCACA 

TCTTGGACCTTGGTCAGTTGTGCTATTCATTATTAAACACTAAAACTTTGGCGGTTCTTGCATAACATTGTCAG 

ATTTTTTAGTGTATTTCTGTGAAGTCATTTTTTTTCTTGTCATTCCTTTTGTAGTAGTTGCTGTTTGGATAAAA 

GTTGATGTGTGATTTTTTATTAAACAAATAGTAAACCCTTCAATTATAGTTAGTCTTGGTGAAGTA^ 

GTAGACTTTAGAGTTCTTTAATTCTTGQCACAACGTGACTTTTGAGCTAACACCAAATAGTGTGTTGGCAA 

TTTTCAAATGGCTGAAAACACCTAAAAATTGTTCATTCAGAAATATCTGTCACTGCTCTGTTQCCgAAACTCAG 

AATAGAACTTAGACGTATGTCTGAGTCCCTGAGATCACATGCTAAAGTCGATGAAAAGTAACCACTGCCACTGT 

CTTGTGTCAGAACTTTTACAGTACAGAAAATAACAGAATAGCCTTCTGTAATGAGGCGTTTGTTAGAGTTTTGC 

ATGAGATTCTAATACTTCAGTAGGACCCTACCTACGTGGTTCATCTACAATGGTTACCATAAAAAATCTGGCAG 

GATTTTAAAACTCAATCAGTCTTTCCTTTGAGCTAGTGACTTGAAAAGAAAGAGAGAAGGAAAAGAGACCATAT 

TAAGTCCATGCCAGTTGCTTGGCTAGAATATGATCAACGACTTGTAGTAGACTCAAGTTTTTAAAAAACACTAT 

TTTACTTAAACTGTTTCTTATCTAAATTCTTGCAGAGTGTCAATGTTATCATTGATTATAGAAGACAGGGATAA 

TACCTTTATCTCTGGCCACTCAAAAATGCAGTGCCAGGAGTGCTAAACCTAGAGGCCAATACTGATGACCTGGA 

AGGTGATCCATATGATTGTCACCACAAAGTGCTTTTACACAAAAACTTGAAAATTTGAAAAACATGATTTTTTT 

AAGTTT CTCAT CT C ACCAGTCTTGGTGTTTATATTGCAAATCTATCAAAGTAAGAAATAATTTGTGCTGTATAC 

AAATTACATGGGGAACATAAAGGAGTGAGATCCTTCTGTGATAAAATC3AArrCACCACTCTGGTTACCCAACTA 

CAGAACCTCCTTTGATCAGGCCAGTAGGTTGTGATGCAGGCTGGAGCCCCCGAATGCCCCACACACACTGCAGC 

ATTGACCAGACCATCCGAAACCTGCGTCCCTGQTGATGTTCTCAAGCCTCGGAAGTGGCAAATGGAAATGATAT 

GGCCGGTTGCGGTTGTAGGAGAGTTGTGACTTAGGCAGGAGTCGACCTCCTCAAGTAATGGAACGATTTCAAAG 

GCAGGCTGCCCTGACCjWVAAATATCTGCCATGAATAAAGGTGCCTGAAATCCTGCTAAAAAAAAAAAAAAAAAA 

AAAAAA 



The N0V7 8543.5 Dalton protein (SEQ ID NO:43) encoded by SEQ ID NO:42 is 76 
amino acids in length and is presented using the one-letter code in Table 7B. The Psort profile 
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for N0V7 predicts that this sequence has no known signal peptide and is likely to be localized 
in the cytoplasm with a certainty of 0.6500. In alternative embodiments, a N0V7 polypeptide 
is located to the mitochondrial matrix space with a certainty of 0. 1 000, or the lysosome 
(lumen) with a certainty of 0.1000. 

5 

Table 7B. NOV? protein sequence (SEQ ID NO:43) 

MAETDPKTVQDLTS WQTLLQQMQDKFQTMSDQI IGRIDDMSSRIDDLEKNIADLMTQAGVEELESENKI PATQKS 



The reverse complement for NOV? is presented in Table ?C. 

Table ?C. NOV? reverse complement (SEQ ID NO:44) 

CCTTTGAAATCGTTCCATTACTTGAGGAGGTCGACTCCTGCCTAAGTCACAACTCTCCTACAACCGCAACCGGCCATAT 

CATTTCCATTTGCCACTTCCGAGGCTTGAGAACATCACCAGGGACGCAGGTTTaSGATGGTCTGGTCAATGCTGCAGT 

TGTGTGGGGCATTCGGGGGCTCCAGCCTGCATCACaACCTACTGGCCTGATCAAAGGAGGTTCTGTAGTTGGGTAACCA 

GAGTGGTGAATTCATTTTATCACAGAAGGATCTCACTCCTTTATGTTCCCCATGTAATTTGTATACAGCACAAATTATT 

TCTTACTTTGATAGATTTGCAATATAAACACCyU^GACTGGTGAGATGAGAAACTTAAAAAAATCATGTTTO 

TCAAGTTTTTGTGTAAAAGCACTTTGTGGTGACAATCATATGGATGACCTTCCAGGTCATC^^ 

TAGCACTCCTGGCACTGCATTTTTGAGTGGCCAGAGATAAAGGTATTATCCCTGTCTTCTATAATCAATGATAACATTG 

ACACTCTGCAAGAATTTAGATAAGAAACAGTTTAAGTAAAATAGTGTTTTTTAAAAACTTGAGTCTACTACAAGTCGTT 

GATCATATTCTAGCCAAGCAACTGGCATGGACTTAATATGGTCTCTTTTCCTTCTCTCTTTCTTTTCAAGTCACTAGCT 

CAAAGGAAAGACTGATTGAGTTTTAAAATCCTGCO^GATTTTTTATGGTAACCATTGTAGATGAACCACGTAGGTAGGG 

TCCTACTGAAGTATTAGAATCTCATGCAAAACTCTAACAAACGCCTCATTACAGAAGGCTATTCTGTTATTTTCTGTAC 

TGTAAAAGTTCTGACACAAGACAGTGGCAGTGGTTACTTTTCATCGACTTTAGCATGTGATCTCAGGGACTCAGACATA 

CGTCTAAGTTCTATTCTGAGTTTTGGCAACAGAGCAGTGACAGATATTTCTGAATGAACAATTTTTAGGTGTTTTCAGC 

CATTTGAAAAGTATTGCCAACACACTATTTGGTGTTAGCTCAAAAGTCACGTTGTGCCAAGAATTAAAGAACTCTAAAG 

TCTACAAACATCTTACTTCACCAAGACTAACTATAATTGAAGGGTTTACTATTTGTTTAATAAAAAATCACACATCAAC 

TTTTATCCAAACAGCAACTACTACAAAAGGAATGACAAGAAAAAAAATGACTTCACAGAAATACACTAAAAAATCTGAC 

AATGTTATGCAAGAACCGCCAAAGTTTTAGTGTTTAATAATGAATAGCAC7ACTGACCAAGGTCCAAGATG 

CCATGTTCyUVGAAACTGGGGGGAAATCACTCTACAAACTAACTATATACTAGGTGATAAGAATGCATACTTTAT 

AAAACCTGTCTAaCATAGTAGTTAGCrGC7U\AAAGCCATTCGATCTTCTCTTGGC^^ 

ATAAATTATTAGCAACCTTCAACTCTTTTGCGTGGCAGGTATCTTGTTTTCACTTTCCAGTTCTTCCACCCCAG^ 

GTCATGAGGTCCGCGATATTCTTTTCCAGATCATCAATGCGACTACTCATATCATCAATTCTCCCAATGATCTGGTCAG 

ACATGGTCTGAAATTTATCTTGCATCTGCTGCAGGAGTGTCTGCACCACCGAGGTGAGGTCCTGCACGGTCTTGGGGTC 

AGTCTCGGCCATCTCCCCGATGCCCAGCTTGGCGGTGATGTCTCAGACCGTAACCTACACTTCCGTTTGTCCGCTCAGT 

CGCCCCGGGCCGCTGCTTCTCGCGACGAGACTGGCAGCTCGCGGGACCGCGGGGCATTATGGGAGTAGTAGTTTCTCCC 

GCACCGGAAGGCCTCGAGGCCGCGCGCCC 



BLASTP results for NOV? are shown in Table ?D. 



Table ?D. BLAST results for NOV? 


Matching Entry- 
fin SwissProt + 
SpTrEMBL) 


Description 


aa 

Length 


% 

Identity 


% 

Positive 


E 

Value 


HBP1_HUMAN; 

AF068754; 

AAC25186.1 


HEAT SHOCK FACTOR BINDING 
PROTEIN 1. homo sapiens. 
5/2000 


76 


76/76 
(100%) 


76/76, 
(100%) 


4e-36 


Q9CQZ1; AK018708; 
BAB31359,1 


0610007A03RIK PROTEIN 
(SIMILAR TO HEAT SHOCK 
FACTOR BINDING PROTEINl) . 

mus musculus •■ 6/2001 


76 


67/76 
(88%) 


71/76, 
(93%) 


8e-32 


Q9VK90; AE003636; 
AAF53188.1 


CG5446 PROTEIN, drosophila 
melanoqaster . 5/2000 


86 


44/61 
(72%) 


51/61, 
(84%) 


le-lS 
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Q9U3B7; Z77666; 
CAB01233.2 


K08E7.2 PROTEIN, 
raenorhabditis elegans. 

:/2001 


80 


36/54 
(67%) 


44/54, 
(81%) 


3e-13 


Q9PP22; AP003044; 
BAB19328.1 


?0038C05.1 PROTEIN, oryza 
sativa. 3/2001 


99 


28/56 
(50%) 


42/56, 
(75%) 


56-10 



A multiple sequence alignment is given in Table 7E, with the N0V7 protein of the 
invention being shown on lines 1 in a ClustalW analysis comparing N0V7 with related protein 
sequences of Table 7D. 



1, 

2. 
3. 
4. 
5. 
6. 



SEO ID NO: 43, 
SEQ ID NC:45, 
SEQ ID NC 46, 
SEQ ID NC;47, 
SEQ ID NO:48, 
SEQ ID NO: 49, 



Table 7£. Information for the ClustalW proteins: 

N0V7 

HBP1_HUMAN HEAT SHOCK FACTOR BINDING PROTEIN 1. 5/2000 
Q9CQil 0610007A03RIK PROTEIN mus musculus. 6/2001 
Q9VK90 CG5446 PROTEIN, drosophila melanogaster . 5/2000 
Q9U3B7 K08E7.2 PROTEIN, caenorhabditis elegans. 3/2001 
09FP22 P0038C05.1 PROTEIN, oryza sativa. 3/2001 



NOW 

HBP1__HUMAN 

Q9CQZ1 

Q9VK90 

Q9U3B7 

Q9FP22 

N0V7 

KBP1_HUMAN 

Q9CQZ1 

Q9VK90 

Q9U3B7 

Q9FP22 



1 MAETgPK;TyQ)l 

1 MAETgPKTj7,Q|i 

1 MftETgPK'n^QU 

1 MTDLRNEmSDLDQNYSLN.SNAraPKmQE 

1 MSD EKSTTPTAQLD^ipAgG- NMN 

1 MAAPGSG - SGGI PI KADQDSDGS AQSTA 




43 
43 
43 
61 
55 
60 




ELESENKIPATQKS 76 

LESENKIPATQKS 76 

LDPENKIPTAQKS 76 

QGPEK 86 

PPSAQ 80 

ITPTKPKDEESKPAGSSAE 99 



BLASTP domain results for N0V7 were collected from a proprietary database. The 
results are Usted in Table 7F with the statistics and domain description. 



Table 7R Domain results for NOV7 



ProDoin Analysis 

Sequences producing High- scoring Segment Pairs: 
prdm:42125 p36 (1) STE4_SCHP0 // SEXUAL DIFFERENTIATION P. 
prdm: 56790 p36 (1) BUDe^YEAST // BUD SITE SELECTION PROTE. 
prdm: 53072 p36 (1) GAGY^DROME // RETROVIRUS -RELATED GAG P. 
prdm: 35747 p36 (1) RLX23SALTY // 22 KD RELAXATION PROTEIN, 
prdm: 8 93 7 p36 (3) Y0PE(3) // OUTER MEMBRANE VIRULENCE P. 



Smallest Sum 

High Probability 

Score P (N) 

78 0.0030 

73 0.0059 

57 0.0074 

69 0.017 

64 0.073 



prdm:42125 p36 (1) STE4_SCHP0// SEXUAL DIFFERENTIATION PROTEIN STE4 . MEIOSIS, 264 aa. 
Identities = 20/70 (28%), Positives « 42/70 (60%) for.N0V7: 11-76, Sbjct: 62-131 



>prdm: 56790 p36 (1) BUD6_YEAST // BUD SITE SELECTION PROTEIN BUD6 (ACTIN INTERACTING 
PROTEIN 3) , 788 aa. 

Identities = 12/50 (24%), Positives = 32/50 (64%) for N0V7 
Identities « 7/24 (29%), Positives = 14/24 (58%) for N0V7: 



20-69, Sbjct: 559-608 
3-26, Sbjct: 106-129 



>prdm: 53072 p36 (1) GAGY_DROME // RETROVIRUS -RELATED GAG POLYPROTEIN (TRANSPOSON 
GYPSY) . CORE PROTEIN; POLYPROTEIN; TRANSPOSABLE ELEMENT, 451 aa. 
Identities = 12/38 (31%), Positives = 20/38 (52%) for N0V7 : 5-41, Sbjct: 43-80 
Identities = 8/19 (42%), Positives * 13/19 (68%) for N0V7: 58-76, Sbjct: 412-430 



>prdm:35747 p36 (1) RLX2_SALTY // 22 KD RELAXATION PROTEIN. PLASMID, 194 aa. 
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Identities = 20/70 (28%), Positives « 37/70 (52%) for N0V7: 7-74, Sbjct: 20-89 

>prcim:8937 p36 (3) YOPE (3 ) //OUTER MEMBRANE VIRUIjENCE PROTEIN YOPE PLASMID, 219 aa . 
Identities = 16/37 (43%), Positives = 22/37 (59%) for N0V7: 2-38, Sbjct: 111-147 

PFAM HMM Domain Analysis 

Scores for sequence family classification, (score includes all domains) : 
Model Description Score E-value N 



Leptin (InterPro) Leptin 2.2 10 1 

Parsed for domains: 

Model Domain seq-f aeq-t hram-f hmm-t score E-value 



Leptin 1/1 20 42 . . 1 25 [. 2.2 10 

PROSITE - Protein Domain Matches for Gene ID: N0V7 

Pattern- ID: PKC_PHOSPHO_SITE PS00005 (Interpro) PDOC00005 
Pattern-DE: Protein kinase C phosphorylation site 
Pattern: [ST] . [RK] 
N0V7 Position: 42-SSR; 73-TQK 

Pattern-ID: CK2_PH0SPH0_SITE PS00006 (Interpro) PDOC00006 
Pattem-DE: Casein kinase II phosphorylation site 
Pattern: CST] . {2} [DE] 

MOV7 Position; 8-TVQD; 39-TMSD; 43 -SRI D 



BLOCKS Analysis 



AC# 


Description 


Strength 


Score 


BL01291A 


0 NAD:arginine ADP-ribosyltransf erases proteins 


1609 


1027 


BL00058A 


0 DNA mismatch repair proteins mutL / hexB / PM 


1767 


1001 


BL00902A 


0 Glutamate 5-lcinase proteins. 


1549 


994 


BL01213C 


0 Protozoan/cyanobacterial globins proteins. 


1420 


994 


BL00579B 


0 Ribosomal protein L29 proteins. 


1361 


991 


BL00487G 


0 IMP dehydrogenase / GMP reductase proteins. 


1525 


989 


BL00564F 


0 Argininosuccinate synthase proteins. 


1759 


987 


BL00154A 


0 E1-E2 ATPases phosphorylation site proteins. 


1268 


983 



The STE4_SCHP0 //sexual differentiation protein STE4 is involved with meiosis. The 
bud6_yeast //bud site selection protein BUD6 (actin interacting protein 3) interacts with the 
cytoskeleton. The gagy_drome // retrovirus-related GAG polyperotein (transposon gypsy) is 
5 involved with viral core proteins; plyproteins; and transposable elements. Leptin is involved in 
fatty acid metabolism and body weight regulation. 

Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Patp results 
include those listed in Table 7G. 



Table 7G. Patp alignments of NO V7 



Sequences producing High- scoring Segment Pairs: 



% 

Identity 



% 

Positive 



patp:AAG19756 Arabidopsis thaliana protein fr.agment SEQ I.. 
patp:AAG19757 Arabidopsis thaliana protein fragment SEQ I.. 
patp:AAG19758 Arabidopsis thaliana protein fragment SEQ I.. 
patp:AAW60940 streptococcus pneumoniae encoded polypeptid, . 
patp: AAY43986 Mouse alcohol dehydrogenase #1 - Mus sp, 37.. 
patp:AAY43987 Rat alcohol dehydrogenase #1 - Rattus sp, 3.. 



54% 

60% 
60% 
32% 
35% 
35% 



73% 
78% 
77% 
51% 
57% 
57% 
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N0V7 is expressed in at least the following tissues: Small intestine, skin, spleen, 
thyroid, placenta, colon, cervix, heart, uterus, tonsil, lung, parathyroid and others. This 
information was derived by determining the tissue sources of the sequences that were included 
in the invention including but not limited to SeqCalling sources, PubUc EST sources, 
5 Literature sources, and/or RACE sources. Based on the tissues in which N0V7 is most highly 
expressed, specific uses include developing products for the diagnosis or treatment of a variety 
of diseases and disorders. Additional disease indications and tissue expression for N0V7 is 
presented in Example 2, 

The disclosed NOV? nucleic acid encoding a novel protein includes the nucleic acid 

10 whose sequence is provided in Table 7A, or a fragment thereof. The invention also includes a 
mutant or variant nucleic acid any of whose bases may be changed from the corresponding 
base shown in Table 7 A while still encoding a protein that maintains its activities and 
physiological functions, or a fragment of such a nucleic acid. The invention further includes 
nucleic acids whose sequences are complementary to those just described, including nucleic 

15 acid fragments that are complementary to any of the nucleic acids just described. The 
invention additionally includes nucleic acids or nucleic acid fragments, or complements 
thereto, whose structures include chemical modifications. Such modifications include, by way 
of nonlimiting example, modified bases, and nucleic acids whose sugar phosphate backbones 
are modified or derivatized. These modifications are carried out at least in part to enhance the 

20 chemical stability of the modified nucleic acid, such that they may be used, for example, as 
antisense binding nucleic acids in therapeutic applications in a subject. In the mutant or 
variant nucleic acids, and their complements, up to about 18 % percent of the bases may be so 
changed. 

The disclosed N0V7 protein of the invention includes thenovel protein whose 
25 sequence is provided in Table 7B. The invention also includes a mutant or variant protein any 
of whose residues may be changed from the corresponding residue shown in Table 7B while 
still encoding a protein that maintains its activities and physiological functions, or a functional 
fragment thereof. In the mutant or variant protein, up to about 1 8 % percent of the residues 
may be so changed. 

30 The invention further encompasses antibodies and antibody fragments, such as Fab or 

(Fab)2, that bind immunospecifically to any of the proteins of the invention. 

The N0V7 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in cancer including but not limited to breast cancer, 
ovarian cancer, and/or other pathologies and disorders. For example, a cDNA encoding the 
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novel protein (N0V7) may be useful in cancer therapy, and thenovel protein (N0V7) may be 
useful when administered to a subject in need thereof. By way of nonlimiting example, the 
- compositions of the present invention will have efficacy for treatment of patients suffering 
firom cancer including but not limited to breast and ovarian cancer. The NO V7 nucleic acid 
5 encoding novel protein, of the invention, or firagments thereof, may further be useful in 

diagnostic applications, wherein the presence or amount of the nucleic acid or the protein are 
to be assessed. 

NOV? nucleic , acids and polypeptides are further useful in the generation of antibodies 
that bind immuno-specifically to the novel NOV? substances for use in therapeutic or 

10 diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction firom hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed NOV? protem has multiple hydrophilic regions, each of which 
can be used as an immunogen. In one embodiment, a contemplated NOV? epitope is from 
about amino acids 1 to 10. In another embodiment, a NOV? epitope is from about amino 

15 acids 20 to 25. In additional embodiments, NOV? epitopes are from about amino acids 35 to 
55, and from about amino acids 60 to 75. These novel proteins can be used in assay systems 
for functional analysis of various human disorders, which will help in understanding of 
pathology of the disease and development of new drug targets for various disorders. 

NOV8 

20 A disclosed N0V8 nucleic acid of 4204 nucleotides (also referred to as 24SC7 14) 

encoding a novel secreted protein is shown in Table 8 A. An open reading firame was 
identified beginning with an ATG initiation codon at nucleotides 191 1-1913 and ending with a 
TGA codon at nucleotides 2181-2183. A putative untranslated region upstream from the 
initiation codon and downstream from the termination codon is underlined in Table 8A, and 

25 the start and stop codons are in bold letters. 



Table 8A, NOV8 nucleotide sequence (SEQ ID NO:50). 

TTTTTGGAATATAAGTAGGGGGTTTATTTGGGCCAQTCTTGAGGATTGAAACTTCAAA GCACAGATTAAAGTTATCCTGAAT 
ATGTAGTCCGGTCCCACCAGCAACAGTTACAAATGGATTTTTAAAGGAAATAAAAGAAA AGGCAGTTCCTAAGTTGTTTAGC 
AATAATTAACATATGAAAATAACATAAGCTATTGATCTGGCTATATGTTGTTCTTTGTTTC CTAAATTACAAGAAAC^^ 

a taatgggtgaggcagctagttaggaactaaatgcttttaaacaattccccccaccccccac ccgtgtgggtcctgtgaggg 
agtgggagcatgactg'aagtcccatactcacgctggccctgatcaagttttca tacctcacatagctcagcctgctctgagt 

TGATTCTTTTTTATTGCTTT GATTCATGTGGAGTTGACACTGCATTCTGAAGCCAAGTC GAGTTTCTCATTAOT 

acaaag caggagagacttcaaataagggtccagaattcttacactgaagaagaaaat ttttccactgtctctaaccttcctc 

TCT TCCACTCATAATCTTACCCTCATCTCTGCTTCTCTCTGCTAAATATGAACTGCCACA CCCACCTAAGCTTTGCCOT 
CTTCATG CTATAAATGTTCCTTGTCACTCCAATGCTTTGACAGAAGGCCAnAGGACATT GGGTTCAGGACCAGAGTCTTC^^ 
CCTG CAGGTTTTGATGGAATTTGAGCAGAATCCAGCATGGTTCATCCCTGTr ^GGTCTGGATGGCACTGAGTTATCACTACA 
AGCAAATGCAAATCCAGCCATTCAGATGTCAGAAAGGCCTTCGCAAATTTGr rTTTCTATTTCAGATTCCC ^ 
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TGTTCTCTTCTCAAGTTAGAAGATTTCAGGTCAGAGGCCAGAATATGGGAGGAATGCCTGTCTCTGCAAACCCA^^ 

TGGATTAGTTGGGACGGGACCCCAAGGTCATGGTGAGGAACAAACTGTACTCTTCAGCCAAAGTGTGGCGCT^ 

AGGTCCCTATAAAATAATAAGCTTCCTTTTGGCATCTGGATATTTTCTGCCCCTGCTTGJ^GCCCATGGATTTCAGA^ 

TAACTGTTGGCTTACAACAGTCCAGCATCTGGGTCAAAAAAGGGGAACTCTAGQCTAGCGGTCCTCAATGTATGGTC^ 

GACAAGTTGCATCAGCTVTCATATGGGAACTGGTTAGAAACTCAAATTAATGAGCTCTGCCTTAGAACTACAGAACCAAAAAC 

TATCAGGGTAGAGTTCAGCAATCAGTGTTTTAACATGATGCCTTAGGTGAGTCTGATGCAAGCTCAAGTTTCAGAAATACCA 

CTCTTAAGTCTAAGAAGATGAAQGTTCTAGGACTTCAAAGTACTCTAATGCTTCTCCTATGGTAGAGCTAGCAGGAGTTCAT 

TTATTATTCGTCCAGATGCTGATTATGCAGTTCCAGGAATTTGAGTCAATGCCAGAGCAGTTGAGGTAGAQCAAGGAGGAAT 

MCA?U^TGCTAGGATATCGTGGTGTTCTGAGACAGGTGAGCTTTTCGGAGCCTCCCAACTTGTCCCCTAGTGCTTAAA^ 

TTGGCACAGATGCTACCATCAGCCATGACATGGATAGAGGAGACTCTCCCCTTTATGCTGATGTATACACCAAAACGAGTCA 

CAGAAAAAGCAGGCTTCCAAGATTTTTCAGCTCCCGTTGTTCCAATCATCTTCTATGATTCTGTCTCCTAGACCTGTAGCC^ 

TAAAGCAAGCTTATTTAAAATAAATCTGCCAGTCTGTTTCAAAGAGATTTGTTCTCCTAAftTTTGTCCCAGACTGAAAACTG 

CACACGTCCAAAGTTTAAGAGGTTA TGTTAGGAGAAATTGAACATTATQTTTTCCTACTflOTACTTAAATTTrranan 

TTACAAAAATTAAACATCAATGGGAAGCCAAGTCCTTTATGAAGCTAGCMTAGACATTGAT^^ 
TTTCTTATTGCTCTTGTCAGTATGCyVTTTCATCATCGCTGGGTTGGATGAGTATAGGGCAGCATGGG 
GACTTGCAGTTTCTAGGTGCTTTAAAAAAAGTTATGCACAGGTACATATG AGCATATTTyU^GCTCTTAATTTGTGTTTC 
TAATTTCTTCTTGAATCTCTAAAATTATGACACTACGATTAGCATTTTATTA 

AGTTAGATTAGATGGCATTCAAGTCACTCAGCACAGGTGAGTCAGACXX5ACTTTTGACCTCTCTGTAAAAT^^ 

GACAGTGACTTTATTTATAAGAAAAATGAACTTGGCCAACAACATTAGAGAATGCTTACTCATTCTGTAC^^ 

GAGCTTGGAACAGACCAGGAGAAATGAGACCATTATATACCCTATAATTACAACTTQTCTAATTQATCCAAGGG^ 

GAAAGTTAACTGTAGGGCAGCAAGATGTAAACTTGGGAAGTCAGATAAGAATGGACCTTGAAAGGGACCTTGAAAGGTATGC 

AGGGGGCCTGGGCACAACTGCCAAGCATAATCAGACACTGTGTGAGAAGAGGAAGTAAGTCTAGTCCCAATCACTTAATAAG 

TACAGATCTCTTAGGAAGAGGCTCTGGTACAGTATCCTTCCCCCGTCTTAAAGGGACATGGAGTCTCAGCCTCCCAGCAGGA 

ATGTCTAGAGAAAAAGTATCTAGCTAATTTTGTGGGCAGGGGTGAGGGAAGGAGAAATATTGTCTGGCTTAGTAAGAGTGTG 

GTCTCCACAGTAACACAGATCCCTGATGTGACATTTGAGGCAGCATCCTTTCTGTGTCAAGACTQGTTCCTCCTCCTGCATT 

CTGGATCCCTTCCCTGGTGTCTTTTCAGGGCATCAATTACCCCATCTCTCTCTTATCTAGTCAACCCTTTCCTCGCAATCTT 

CCCCAAAACACTTAAACAGGCrCAAGCTTTCCCCACCTTAAAAATATCTTCCCTCTACCCCACACTTCCTGCAGCTACAG^ 

CTCTCTCCTCCTCCTCACACCCAAAGTTTTCCAGAAAATTATCCATCCTTGCCATCrCCATATGCTCCCCTCCCACTCCTCA 

ATTCACCTCGCTCTGTCTTCCACTCCTGTCACAGGCTTTAAAAAGCCACTGCAATCATTAGGTGACCTGTCTATTGCCAAAG 

TCTCAGGACATTTTCAATTCTACCTTACTTGAAACCTCCGCAGTGTGAAGGTCACTCCTTCCATCTATGCTCCTTCCTGGGT 

TCTTGGGGCTCCACAATCTCCTGGGCTTCCTCCTACCCACCTGCCTGCTTATTCATTTATTCTGCAGGCT 

CCGACATGCCAGAGTTCCTACAAGCTTCAGGAGTCGTCCTTGACTTCTCCCTCTTCCTCACCACTCTC^ 

ACCAAATCTTGTTAATTTGGGTCCTTTGGTATTTGTTTATTCTGTCGGTTTTTTTCTGTCTTCACrCCTCTCATTCT 

AGCTGCTATAGCCTCCTTCACAACAAAGAGAGAGAGCTGCCTAAAGTCACCCAGCTAATGAATGATGACTAGGAGTGGj^^ 

CAGATATTTTATCCCTTACTGCTGTGGAGGTTCCTCATCACCCTAATAGAATCACTCTTTATTCACAAAAGTAGAAAATTAA 

TTTTGGATACATCATTTATTATCAAGATGTTGTTGAGGAA?\AATAGGGTCATGTAAGGTGCCTCTCAGCATCTTCCTTCAAG 

TTGCAAGAATTAGAAAAACAGAGACAAGATTCTATGTGTGTCCTCAGAAGACCTTCCTGAGGACCATTCCCCTAGGAACTTA 

AAAAAATTAAGCCTCCAACTCTTTCCATCTTAACTGTGTAACAGAGGAAGGTGATGACAAGAGGAAGGAGACAAGCAAGAGT 

CAGACTTCGAAGGCTTGGCAGCCACTGTCAGCAAGAGGTGAGAACAGCAGACAAGACAGCAACACTCCTGAAATAATCAATC 

CATACGGACTGCCATGTGAAATGTGGAGCAGACTAGTTCTAAATGGCTCCAGGAGGCAAAATAAGACTCAAGAGAAGTTACT 

GGTAGATTTCAACCCAATGTGA '~~ ' ' ~ 



The N0V8 nucleic acid was identified on chromosome 3 by comparing a N0V8 
nucleic acid to the human genome. Exons were predicted by homology and the intron/exon 
boundaries were determined using standard genetic rules. Exons were further selected and 
5 refined by means of similarity determination using multiple BLAST (for example, tBlastN, 
BlastX, and BlastN) searches, and, m some mstances, GeneScan and Grail. Expressed 
sequences fi-om both public and proprietary databases were also added when available to 
fiirther defme and complete the gene sequence. The DNA sequence was then manually 
corrected for apparent inconsistencies thereby obtaining the sequences encoding the full- 
10 length protein. The NOVS nucleic acid was fiirther localized to the 3p22 region, a locus 

associated with cancer, e.g. esophageal (OMM 604050), hepatoblastoma (OMIM 116806), 
lung (OMIM 604050), and ovarian carcinoma (OMIM 1 16806), and psuedo-Zellweger 
syndrome (OMIM 604054). NOVS is usefiil as a marker for these diseases. 
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A disclosed N0V8 polypeptide (SEQ ID N0:51) encoded by SEQ JD NO:50 has 90 
amino acid residues and is presented in Table 8B using the one-letter amino acid code. 
SignalP, Psort and/or Hydropathy results predict that N0V8 has a signal peptide and is likely 
to be secreted with a certainty of 0.8200. The most likely cleavage site for a N0V8 peptide is 
5 between amino acids 61 and 62, at SLG-WM. N0V8 has a molecular weight of 10,474.6 
Daltons. 



Table SB. Encoded NOV8 protein sequence (SEQ ID NO:Sl). 

MLGEIEHWFLLLLKFPEAFTKIKHQWEAKSFMKLAIDIDPVIMLLFFLLLLSVCISSSLGWMSIGQHGKTMFIDLQFI^ 
KKVMHRYI 

The presence of identifiable domains in N0V8, as well as all other NOVX proteins, 

10 was determined by searches using software algorithms such as PROSITE, DOMAIN, Blocks, 
Pfamj ProDomain^ and Prints^ and then detennining the Interpro number by crossing the 
domain match (or numbers) using the Interpro website (http:www.ebi.ac.uk/ interpro). 
DOMAIN results for N0V8 as disclosed in Tables IE, were collected from the Conserved 
- Domain Database (CDD) with Reverse Position Specific BLAST analyses. This BLAST 

1 5 analysis software samples domains found in the Smart and Pfam collections. 

Prodom domain analysis of the N0V8 polypeptide indicates that the N0V8 
polypeptide has 1 1 of 23 (47%) identical to, and 14 of 23 (60%) positive with, the 40 aa p36 
(12) ATCD(5) ATCE(4) ATCB(2) - calcium reticulum calcium-transporting ATPase type 
hydrolase transport transmembrane endoplasmic class (prdm;2196, Expect = 0.36); 28 of 84 

20 (33%) identical to, and 38 of 84 (45%) positive with, the 1769 aa p36 (1) YJK9_YEAST - 
hypothetical 200.0 kD protein in GZF3-SME1 intergenic region, hypothetical protein 
(prdm:57835, Expect = 0.36); 1 1 of 32 (34%) identical to, and 1 8 of 32 (56%) positive with, 
the 68 aa p36 (2) G49(l) G49B(1) - glycoprotein mast cell surface precursor signal 
transmembrane immunoglobulin fold GP49A (prdm:15250, Expect = 0.58); 9 of 23 (39%) 

25 identical to, and 17 of 23 (73%) positive with, the 41 aa p36 (1) WNT1_CAEEL - WNT-l 
protein precursor (prdm:47898. Expect = 0.58); and 15 of 46 (32%) identical to, and 26 of 46 
(56%) positive with, the 89 aa p36 (1) SAPB_HAEIN - peptide transport system permease 
protein SAPB (prdm:35160, Expect = LI). Table 8C lists the domain description from 
DOMAIN analysis results against N0V8. This indicates that the N0V8 sequence has 

30 properties similar to those of other proteins known to contain this domain. 
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Table 8C. Domain Analysis of NOV8 


■ 








Smallest 


ProDom Protein Domain Analysis 




Sum 


Sequences producing High- scoring Segment Pairs: 


xixgn 


irrooaoiJi 4. uy 


Score 


P(N) 


prdm:2196 p36 (12) ATCD(5) ATCE{4) ATCB(2) - CALCIUM R. . . 


52 


0,30 


prdm:57835 p36 (1) YJK9_YEAST - HYPOTHETICAL 200,0 KD PR... 


68 


0.30 


prdm:15250 p36 (2) G49(l) G49B(1) - GLYCOPROTEIN MAST ... 


50 


0.44 


prdm:47898 p36 (1) WNT1_CAEEL - WNT-1 PROTEIN PRECURSOR.... 


50 


0.44 


prdm: 35160 p36 (1) SAPB_HAEIN - PEPTIDE TRANSPORT SYSTEM... 


55 


0.66 


BLOCKS Protein Domain Analysis 






AC# Description 


Strength 


Score 


BL00456D 0 Sodium: solute symporter family proteins. 


1174 


1038 


BL01271B 0 Sodium: sulfate symporter family proteins. 


1480 


1033 


BL00790A 0 Receptor tyrosine kinase class V proteins. 


1390 


1031 


BL00284A 0 Serpins proteins. 


1308 


1029 


BL01313A 0 Lipoate -protein ligase B proteins. 


1390 


1018 


PROSITE - Protein Domain Analysis 






Protein Domain Matches for Gene ID: NOV08 






No PROSITE patterns found 







In a search of public sequence databases, the N0V8 amino acid sequence had no hits 
with the Expect value set at 1 .0. Public amino acid databases include the GenBank databases, 
SwissProt, PDB and PIR. 
5 Other BLAST results include sequences from the Patp database, which is a proprietary 

database that contains sequences published in patents and patent publications. BLASTP 
analysis again the N0V8 protein shows that the N0V8 protein has 18 of 28 aa residues (64%) 
identical to, and 1 8 of 28 aa residues (64%) positive with, the 78 aa Zea mays protein fragment 
SEQ E) NO: 30302 of patent EP1033405-A2 (patp: AAG26008, Expect = 0.097);14 of 30 aa 

10 residues (46%) identical to, and 16 of 30 aa residues (53%) positive with, the 51 aa Human 
secreted protein sequence encoded by gene 65 SEQ ID NO: 188 (patp:AAY91515, Expect = 
0.50); 14 of 30 aa residues (46%) identical to, and 16 of 30 aa residues (53%) positive with, 
the 50 aa Human secreted protein sequence encoded by gene 65 SEQ ID NO:329 
(patp:AAY91656, Expect = 0.50); 21 of 64 aa residues (32%) identical to, and 32 of 64 aa 

15 residues (50%) positive with, the 997 aa Human shear stress-response protein SEQ ID NO: 28 
. (patp:AAB90764, Expect = 0.91); 13 of 31 aa residues (41%) identical to, and 19 of 31 aa 
residues (61%) positive with, the 52 aa Gene 9 human secreted protein homologous amino 
acid sequence #123 - Chlorella vulgaris (patp:AAB34919, Expect = 1 .0); and 14 of 43 aa 
residues (32%) identical to, and 22 of 43 aa residues (51%) positive with, the 46 aa Human 

20 secreted protein sequence encoded by gene 4 SEQ ID NO:64 (patp:AAB34580, Expect = 2.7). 
Patp results include those listed in Table 8D. 
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Table 8D. Patp aUgnments of NOV8 



Sequences producing High- scoring Segment Pairs: 



Smallest 
Sum 

High Prob . 
Score P(N) 



patp:AAY91515 Human secreted protein sequence encoded by . , . 
patp:AAy91656 Human secreted protein sequence encoded by . . . 
patp:AAB90764 Human shear stress -response protein SEQ ID . . . 
patp:AAB349l9 Gene 9 human secreted protein homologous am... 
patp : AAB34580 Human secreted protein sequence encoded by . . . 



59 ' 0.39 
59 0.39 
70 0.60 
56 0.64 
52 0.93 



The N0V8 protein domain information and chromosomal mapping suggest that NOV8 
is a cancer-associated secreted protein. As such, it is useful as a diagnostic tool for the onset 
5 and or progression of cancer, such as esophageal, hq)atoblastoma, lung, and ovarian 
carcinoma. 

The disclosed N0V8 nucleic acid encoding a secreted protein includes the nucleic 
acid whose sequence is provided in Table 8A, or a jfragment thereof. The invention also 
includes a mutant or variant nucleic acid any of whose bases may be changed from the 

1 0 corresponding base shown in Table 8 A while still encoding a protein that maintains its 

secreted protein-like activities and physiological functions, or a fragment of such a nucleic 
acid. The invention further includes nucleic acids whose sequences are complementary to 
those just described, including nucleic acid fragments that are complementary to any of the 
nucleic acids just described. The invention additionally includes nucleic acids or nucleic acid 

15 fragments, or complements thereto, whose structures include chemical modifications. Such 
modifications include, by way of nonlimiting example, modified bases, and nucleic acids 
whose sugar phosphate backbones are modified or derivatized. These modifications are 
carried out at least in part to enhance the chemical stability of the modified nucleic acid, such 
that they may be used, for example, as antisense binding nucleic acids in therapeutic 

20 applications in a subject. 

The disclosed N0V8 protein of the invention includes the secreted protem -like protein 
whose sequence is provided in Table 8B. The invention also includes a mutant or variant . 
protein any of whose residues may be changed from the corresponding residue shown in Table 
8B while still encoding a protein that maintains its secreted protein -like activities and 
25 physiological functions, or a functional fragment thereof. 

The invention further encompasses antibodies and antibody fragments, such as Fab or 
(Fab)2.that bind immunospecifically to any of the proteins of the invention. 

The above defined information for this invention suggests that this secreted protein - 
like protein (N0V8) may function as a member of a secreted protein family. Therefore, the 
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N0V8 nucleic acids and proteins identified here may be useful in potential therapeutic 
applications implicated in (but not limited to) various pathologies and disorders as indicated 
below. The potential therapeutic apphcations for this invention include, but are not limited to: 
cancer research tools, for all tissues and cell types composing (but not hmited to) those . 
defined here, including esophagus, liver, lung and ovary. 

The NO VS nucleic acids and proteins of the invention are useful in potential 
therapeutic apphcations implicated in cancer including but not limited to esophageal, liver, 
lung and ovary and/or other pathologies and disorders. For example, a cDNA encoding the 
secreted protein-like protein (N0V8) maybe useful in cancer therapy, and the secreted protein 
-like protein (N0V8) may be useful when administered to a subject in need thereof. By way 
of nonlimiting example, the compositions of the present invention will have efficacy for 
treatment of patients suffering fi-om cancer including but not limited to esophageal, hepatic, 
lung and ovarian cancer. The N0V8 nucleic acid encoding secreted protein -like protein, and 
the secreted protein -like protein of the invention, or fragments thereof, may further be useful 
in diagnostic applications, wherein the presence or amount of the nucleic acid or the protein 
are to be assessed. 

N0V8 nucleic acids and polypeptides are further useful in the generation of antibodies 
that bind immuno-specifically to the novel N0V8 substances for use in therapeutic or 
diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed N0V8 protein has multiple hydrophilic regions, each of which 
can be used as an inmiunogen. In one embodiment, a contemplated NO V8 epitope is from 
about amino acids 1 to 30 In another embodiment, a N0V8 epitope is from about amino 
acids 18 to 35. In additional embodiments, N0V8 epitopes are from about amino acids 65 to 
90. These novel proteins can be used in assay systems for functional analysis of various 
human disorders, which will help in understanding of pathology of the disease and 
development of new drug targets for various disorders. 

NOV9 

A disclosed N0V9 nucleic acid of 31 1 1 nucleotides (also referred to as 6CS060) 
encoding a novel Kelch-like protein is shown in Table 9A. An open reading frame was 
identified beginning with an ATG initiation codon at nucleotides 1-3 and ending with a TAA 
codon at nucleotides 1708-1710. A putative untranslated region downstream from the 
termination codon is underiined in Table 9A, and the start and stop codons are in bold letters. 
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Table 9 A. NOV9 nucleotide sequence (SEQ ID NO:52). 

ATGAATGCCACCAGATCTGAAGAGCAGTTCCATGTTATAAACCACGCAGAGCAAACTCTTCGTAAAATGGAGAACTACTTG 

AAAGAGAAACAACTATGTGATGTGCrACTGATTGaVGGACACCTCCGCATCCCAGCCCATAGGTTGGTTCTCAGTO 

TCTGATTATTTTGCTGCAATGTTTACTAATGATGTGCTTGAAGCCAAACAAGAAGAGGTCAGGATGGAAGGAGTAGATCCA 

AATGCACTAAATTCCTTGGTGCAGTATGCTTACACAGGAGTCCTGCAATTGAAAGAAGATACCATTGAAAGTTTGCTGGCT 

GCAGCTTGTCTTCTGCAGCTGACTCAGGTCATTGATGTTTGCTCCAATTTTCTCATAAAGCAGCTCCATCCTTCAAACTGC 

TTAGGGATTCGATCATTTGGAGATGCCCAAGGCTGTACAGAACTTCTGAACGTGGCACACAAATACACTATGGAACACTTC 

ATTGAGGTAATAAAAAACCAAGAATTCCTCCTGCTTCCAGCTAATGAAATTTCAAAACTTCTGTGCAGTGATGACATTAAT 

GTGCCTGATGAAGAGACCATTTTTCATGCTCTAATGCAGTGGGTGGGGCATGATGTGCAGAATAGGCAAGGAGAACTGGGG 

ATGCTGCTTTCTTACATCAGACTGCCATTACTCCCACCACAGTTACTGGCAGATCTTGAAACCAGTTCCATGTTTAC 

GATCTTGAGTGTCAGAAGCTCCTGATGGAAGCTATGAAGTATCATCTTTTGCCTGAGAGAAGATCCATGATGCAAAGCCCT 

CGGACAAAGCCTAGAAAATCAACTGTGGGGGCACTTTATGCTGTAGGAGGCATGGATGCTATGAAAGGTACTACTACTATT 

GAAAAATATGACCTCAGGACCAACAGTTGGCTACATATTGGCACCATGAATGGCCGTAGGCTTCAATTTG^^ 

ATTGATAATAAGCTCTATGTCGTGGGAGGAAGAGACGGTTTAAAAACTTTGAATACAGTGGAATGTTTTAATCm^ 

AAAATCTGGACTGTGATGCCTCCaVTGTCAACACATCGGOVCGGCTTAGGTGTAGCCACTCTT^ 

GTAGGTGGTCATGATGGATGGAGCTATCTAAATACTGTAGAAAGATGGGACCCTGAGGGACGACAGTGGAATTACGTAGCC 

AGTATGTCAACTCCTAGAAGCACAGTTGGTGTTGTTGCATTAAACAACAAATTATATGCTATTGGTGGACGTGATGG^^ 

TCCTGCCTO^TCAATGGAATACTTTGACCCACACACTAACAAGTGGAGTTTGTGTGCTCCAATGTCCAAAAGACGTGGA 

GGTGTGGGAGTTGCCACATACAATGGATTCTTATATGTTGTAGGGGGGCATGATGCCCCTGCTTCCAACCATTGCTCCAGG 

CTTTCTGACTGTGTGGAACGGTATGATCCAAAAGGTGATTCATGGTCAACTGTGGCACCTCTGAGTGTTCCTCGAGATGCT 

GTTGCTGTGTGCCCTCTTGGAGACAAACTCTACGTGGTTGGAGGATATGACGGACATACTTATTTGAACACAGTTGAGTCA 

TATGATGCACAGAGAAATGAATGGAAAGAGGAAGTTCCTGTTAACATTGGAAGAGCTGGTGCATGTGTTGTAGTGGTGAAG 

CTACCCTA AAGCTATCTATCTTTATCAAATGGAATGAAACTAGATAATTTCAAGAAACTGAGTAGGACAAAGGUAUAAAQA 

AATACATGTTCTTTTTCCTGCAATTAATAATCAGACTGGAAAATTGTTGTATCATTTTAATTTGTAGTTACAATTGCTTTC 

ATTCGTGAAGCCGAAACGTTTTTAAACATGAATTACATATGAATTATTAAGCATATGTGCTTTOSCAGCTGATAATO^ 

AGGAAATCCCACAGTCTAGAfATAGCCCCATTACTACAAAAtGCTAAAATATTTM^ 

GCAGGTTATAAAAGCATTAATACATTTCAAGGTAAGAGCCTTAAAAGTTAAAAACATTTTCAGTTTTTTTTTAAAAAACGT 

ACrCTTATTATCTGGAACATAGAAATATAAAAGGTAACATCTAAAGCTTAGAATAGTGTGATTTTTAGTAAGCCATTATTC 

TCCTATTCAAATAATATCCCAAAGAGCTAAACAATTCCTTACATTTACCAAGAGGAAAGCTTTTACTGTGTTGAAGCTAi^ 

AAAATAATGGCTCTTTGACAAAACTTGTTATGTTGATCGCGGTATGTCAAAATTTTTACAGGTTTGC^ 

ACACATATAAATTTGGTATTTCTTAACATATTATCTTGTTAGATTTGTTACCAGTAAAATATTACTGTAATTTCA^ 

CAGTCTATACAATGAAATAATGAATATTTATCATATTGATACAAACTGTGACCTCAGCTTCAGAGTGTCAGGGCCTCACTT 

GTATAGAATGTAATGTTCTCCTCAAACATTTATGTTAACTCTATAAACAAATATCGTTAAGTTAAACAAGTTTTCAAAAAC 

AAAACAATTTTTAAAGTACCTTAAAATTGAGGATGTTACTCAGTGTTAACACATGGGAACACCAAAATATTCAATAAGCCT 

GGTCAATTCTATAGTTATCTTTTTTGTACCAACACATGCTTTTCTGTTACTGTTATATTATCCAGTAGAAAATGTTAGGAT 

ATGTGTGCTATATAAAAAAAAAAAAAGACTTGTTAAGTTTTAAAATAACAAAAATGGCTAGTTGAATAGTATTTTATGTGT 

AATTCTTCCATTTATTCTGTTTAATTATACAACTAAGATGAAATATTGAAAAACCCTTTGTGAAAGTAACTTTTCAAGTAA 

ATGCACAACTTTAGAATTTCTACAAATAAGTTCTTTTAAACAGTCTTTTTATTGTGGATTGTGAAATCAAAATCTGGAGAA 

ATGCTTATAAAATATACTACTAGCTTTTAAGTTTTAAGAAAGAAGAACGTAAGTTGTACAAAGATATTTGTACTTTGAC^^ 

ACTGAATTTAAATAAACTTTATTTCCTCTCAAA 



The N0V9 nucleic acid was identified on the human X chromosome by comparing the 
N0V9 nucleic acid to the human genome. Exons were predicted by homology and the 
5 intron/exon boundaries were determined using standard genetic rules. Exons were further 
selected and refined by means of similarity determination using multiple BLAST (for 
example, tBlastN, BlastX, and BlastN) searches, and, in some instances, GeneScan and Grail. 
Expressed sequences fi-om both public and proprietary databases were also added when 
.• available to further define and complete the gene sequence. The DNA sequence was then 
1 0 manually corrected for apparent inconsistencies thereby obtaining the sequences encoding Ae 
full-length protein. The N0V9 nucleic acid was further mapped to the ql3 region of the X 
chromosome. This lociis is associated with Menkes disease (OMIM 30001 1), 
myoglobinuria/hemolysis due to PGK deficiency (OMIM 3 1 1800), Wieacker- Wolff syndrome 
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(OMM 3 14580) and/or other diseases/disorders. N0V9 is a useful marker for these and/or 
ottier diseases/disorders. 

In a search of public sequence databases, the N0V9 nucleic acid sequence has 2751 of 
2767 bases (99 %) identical to a humm Kelch-4 cDN (Accession No. XM039746). Public 
5 nucleotide databases include all GenBank databases and the GeneSeq patent database. 

A disclosed N0V9 polypeptide (SEQ E) NO:53) encoded by SEQ ID NO;52 has 569 
ammo acid residues and is presented in Table 9B using the one-letter amino acid code. 
SignaiP, Psort and/or Hydropathy results predict that NO V9 does not contain a known signal 
peptide and is Ukely to be localized endoplasmic reticulum (membrane with a certainty of 
10 0.6000. In alternative embodiments, the N0V9 protein is locaUzed to a microbody 

(peroxisome) with a certainty of 0.3000; the mitochondrial inner membrane with a certainty of 
O.IOOO; or the plasma membrane with a certainty of 0.1000. N0V9 has a molecular weight of 
63292.0 Daltons. 



Table 9B. Encoded NOV9 protein sequence (SEQ ID NO:53). 



MNATRSEBQFHVIMHAEQTLRKMENYLKEKQLCDVLLIAGHtiRIPAHR^ 

NALNSLVQYAYTGVLQLKEDTIESLLAAACLLQLTQVIDVCSNFLIKQIiHPSNCLGIRSFGDAQGCTELLWAHKYT^ 

lEVIKNQEPLLLPANEISKLLCSDDINVPDEETIFHALMQWVGHDVQNRQGELGmjLSYIRLP^^ 

DLECQKLLMEAMKTOLLPERRSMMQSPRTKPRKSWGALYAVGGMDAMKGTTTIEK^ 

IDNKLYWGGRDGLKTLNTVECF^^PVGKIWTVMPPMSTHRHGLGVATLEGP^1YAVGGHDGWSYL1^ 

SMSTPRSTVGWALNNKLYAIGGRDGSSCLKSMEYFDPHTNKWSLCAPMSKRRGGVGVATYNGFLYWG 

LSDCVERYDPKGDSWSTVAPIiSVPRDAVAVCPLGDKLYWGGYDGHTYLNTVESYDAQRNEWKEEVPWIGRAG^ 
LP 



15 

The reverse complement for N0V9 is presented in Table 9C. 



Table 9C. NOV9 reverse complement (SEQ ID NO:S4) 



TTTGAGAGGAAATAAAGTTTATTTAAATTCAGTTTGTCAAAGTACAAATATCTTTGTACAACTTACGTTCTTCTTTCTTAA 

AACTTAAAAGCTAGTAGTATATTTTATAAGCATTTCTCCAGATTTTGATTTCACAATCCACAATAAAAAGACTGTTTAAAA 

GAACTTATTTGTAGAAATTCTAAAGTTGTGCATTTACTTGAAAAGTTACTTTCACAAAGGGTTTTTCAATATTTCATCTTA 

GTTGTATAATTAAACAGAATAAATGGAAGAATTACACATAAAATACTATTCAACTAGCCATTTTTGTTATTTTAAAACTTA 

ACAAGTCTTTTTTTTTTTTTATATAGCACACATATCCTAACATTTTCTACTGGATAATATAACAGTAACA^ 

GTTGGTACAAAAAAGATAACTATAGAATTGACCAGGCTTATTGAATATTTTGGTGTTCCCATGTGTTAACACTGAGTAACA 

TCCTCAATTTTAAGGTACTTTAAAAATTGTTTTGTTTTTGAAAACTTGTTTAAC^ 

ATAAATGTTTGAGGAGAACATTACATTCTATACAAGTGAGGCCCTGACACTCTGAAGCTGAGGTCA^ 

TGATAAATATTCATTATTTCATTGTATAGACTGTGTATATGAAAITACAGTAATATTTTACT^ 

TAATATGTTAAGAAATACCAAATTTATATGTGTGCTCTGGCAGATGAGCAAACCTGTAAAAATTT^ 

ACATAACAAGTTTTGTCAAAGAGCCATTATTTTTTTAGCTTCAACACAGTAAAAGCTTTCCTCW 

TGTTTAGCTCTTTGGGATATTATTTGAATAGGAGAATAATGGCTTACTAAAAATCACACTATTCTAAGCTTTAGATGTTAC 
CTTTTATATTTCTATGTTCCAGATAATAAGAGTACGTTTTTTAAAAAAAAACTG7UUUVTGTTTTTAACTTTTAAGGCTCTT 
ACCTTGAAATGTATTAATGCTTTTATAACCTGCACACTGTGGCCACCATCAATTTTCATTAAATATTTTAGCATTTTGT^^ 
TAATGGGGCTATATCTAGACTGTGGGATTTCCTTTTATATTATCAGCTGCQAAAGCACATATGCTTAATAATTCATATGTA 
ATTCATGTTTAAAAACGTTTCGGCTTCACGAATGAAAGCAATTGTAACTACAAATTAAAATGATACAACAATTTTCCAGTC 
TGATTATTAATTGCAGGAAAAAGAACATGTATTTCTTTCTCCCTTTGTCCTACTCAGTTTCTTGAAATTATCTAGTTTCAT 
TCCATTTGATAAAGATAGATAGCTTTAGGGTAGCTTCACCACTACAACACATGCACCAGCTCTTCCAATGTTAACAGGAAC 
TTCCTCTTTCCATTCATTTCTCTGTGCATCATATGACTCAACTGTGTTCAAATAAGTATGTCCGTCATATCCTCCAACCAC 
GTAGAGTTTGTCTCCAAGAGGGCACACAGCAACAGCATCTCGAGGAACACTCAGAGGTGCCACAGTTGACCATGAATCACC 
TTTTGGATCATACCGTTCCACACAGTCAGAAAGCCTGGAGCAATGGTTGGAAGCA<3GGGCATCATGCCCCCCTACAACAT^ 

69 
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TAAGAATCCATTGTATGTGGCAACTCCCACACCTCCACGTCTTTTGGACATTGGAGCACACAAACTCCACTTGTTAGTGTG 

TGGGTCAAAGTATTCCATTGATTTGAGGCAGGAACTTCCATCACGTCCACCAATAGCATATAATTTGTTGTTTAA^ 
AACACCAACTGTGCTTCTAGGAGTTGACATACTGGCTACGTAATTCCACTGTCGTCCCTCAGGGTCCCATCTTTCTACAGT 

ATTTAGATAGCTCCATCCATCATGACCACCTACAGCATACATTGGTCCrraUVGAGTGGCTACACCTAAGCCG 

TGTTGAOVTGGGAGGCATCACAGTCCAGATTTTGCCAACTGGATTAAAACATTCCACTGTATTCAAAGTTTTT^^ 

TCTTCCTCCCACGACATAGAGCTTATTATCAATAACTGCGACTCCAAATTGAAGCCrrACGGC^ 

TAGCCAACTGTTGGTCCTGAGGTCATATTTTTCAATAGTAGTAGTACCTTTCaVTAGCATCCATGCCTCCTACAGCATA^ 

TGCCCCCACAGTTGATTTTCTAGGCTTTGTCCGAGGGCTTTGCATCATGGATCTTCTCTCAGGCAAAAGATGATAC^ 

AGCTTCCATCAGGAGCTTCTGACACTCAAGATCACCAGTAAACATGGAACTGGTTTaU^GATCTGCCAGTA^ 

GAGTAATGGCAGTCTGATGTAAGAAAGCAGCATCCCCAGTTCTCCTTGCCTATTCTGCAOVTCATGCCCCACCCACTGCAT 

TAGAGCATGAAAAATGGTCTCTTCATCAGGCACATTAATGTCATCACTGCACAGAAGTTTTGAAATTTCATTAGCTGGAAG 

CAGGAGGAATTCTTGGTTTTTTATTACCTCAATGAAGTGTTCCATAGTGTATTTGTGTGCCACGTTCAGAAGTTCTGTACA 

GCCTTGGGCATCTCCAAATGATCGAATCCCTAAGCAGTTTGAAGGATGGAGCTGCTTTATGAGAAAATTGGAGCAAACATC 

AATGACCTGAGTCAGCTGCAGAAGACAAGCTGCAGCCAGCAAACTTTCAATGGTATCTTCTTTCAATTGCAGGACTCCTGT 

GTAAGCATACTGCACCAAGGAATTTAGTGCATTTGGATCTACrrCCTTCCATCCTGACCTCTTCTTGTTTGGCTTCAAGCAC 

ATCATTAGTAAACATTGCAGCAAAATAATCAGACACTGCGCTGAGAACCAACCTATGGGCTGGGATGCGGAGGTGTCCTGC 

AATCAGTAGCACATCACATAGTTGTTTCTCTTTCAAGTAGTTCTCCATTTTACGAAGAGTTTGCTCTGCGTGGTTTATAAC 

ATGGAACTGCTCTTCAGATCTGGTGGCATTCAT 



In a search of public sequence databases, the N0V9 amino acid sequence has 431 of 
569 amino acid residues (76%) identical to, and 500 of 569 residues (88 %) positive with, the 
569 amino acid residue human Kelch-like protein-1. Public amino acid databases include the 
5 GenBank databases, SwissProt, PDB and PIR. 

It was also found that N0V9 had homology to the amino acid sequences shown in the 
BLASTP data listed in Table 9D. 



Table 9D. BLAST results for NOV9 


Gene Index/ 

Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 

(%) 


Positives 
(%) 


Expect 


Q9C0H6; AB051474; 
BAB21778.1 


KIAA16a7 PROTEIN 
(FRAGMENT) . homo 
sapiens. 6/2001 


728 


569/569 
(100%) 


569/569, 
(100%) 


0.0 


Q9Y3J5; AL035424; 
CAB39994.1 


DA22D12.1. homo 
sapiens. 6/2001 


569 


569/569 
(100%) 


569/569, 
(100%) 


0.0 


KHL1_HUMAN; 
AF252283; AAF81719.1 


KELCH-LIKE PROTEIN 
1 . homo sapiens . 
10/2000 


748 


431/569 
(76%) 


500/569, 
(88%) 


0.0 


KHLl^MOUSE; 
AF252281? AAF81717.1 


KELCH-LIKE PROTEIN 
1 . mus musculus . 
10/2000 


751 


430/569 
(76%) 


497/569, 
(87%) 


0.0 


Q9H955; AK023057; 
BAB14382.1 


CDNA FLJ12995 PIS, 
CLONE NT2RP3000233, 
weakly similar to 
ring canal protein. 

1 homo sapiens. 6/2001 


411 


411/411 
(100%) 


411/411, 
(100%) 


0.0 



1 0 A multiple sequence aUgnment is given in Table 9E, with the NO V9 protein of the 

invention being shown on Unes 1 in a ClustalW analysis comparing N0V9 with related protein 



sequences of Table 9D. 













Table 9E. Information for the ClustalW proteins: 


1. 


SEQ 


ID 


NO: 


S3, 


N0V9 


2. 


SEQ 


ID 


NO: 


55, 


Q9C0H6 KIAA1687 PROTEIN (FRAGMENT), homo sapiens, 6/2001 


3 . 


SEQ 


ID 


NO: 


56, 


Q9Y3J5 DA22D12.1. homo sapiens. 6/2001 


4 . 


SEQ 


ID 


NO: 


57, 


KHLl HUMAN KELCH-LIKE PROTEIN 1. homo sapiens. 10/2000 
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5. SEQ ID NO: 58, KHLl^MOUSE KELCH-LIKE PROTEIN 1. mus musculus . 10/2000 

6. SEQ ID NO: 59, Q9H955 CDNA FIiJ12995 FIS. homo sapiens. 6/2001 



N0V9 1 

Q9C0H6 1 

Q9V3J5 1 

KKIil^HUMAN 1 

KHIi1"mOUSK 1 

Q9H955 1 



EKAFVFPPATMSVSGKKEFDVKQILRLRWRWFSHP- - FQGSTNTGSCLQQE GYEHR 54 

EKAFVFPPATMSVSGKKEFDVKQILRLRWRWFSHP- -FQGSTNTGSCLQQE GYEHR 54 

- - 1 

MSGSGRKDFDVKHILRLRWKLFSHPSPSTGGPAGGGCLQQD-GSGSPEHW 49 

MSGSGRKDFDVKHILRLRWKLFSHPSPASSSPAGGSCLQQDSGGGSPEHW 50 

- 1 



N0V9 55 

Q9C0H6 55 

Q9Y3JS 1 

KHL1_HUMAN 50 

KHL1_M0USE 51 

Q9H955 1 



GTPVQGRLKSHSRD- 
GTPVQGRLKSHSRD- 



RNGLKKSNSPVKHNILAP- 
•RNGLKKSNSPVHHNILAP- 



•VPGPAPAHQRA 97 
•VPGPAPAHQRA 97 



GPSQSRLLKSQERSGVSTFWKKPSSSSSSSSSPSSSSSS — FNPLNGTLIjPVATRLQQGA 107 
GPSQSRLLKNQEKGSVSAFWKKPSSSSSSSSSSSSSASSSPFNPZiNGTLLPVATRLQQGA 110 
- - 1 



N0V9 

Q9C0H6 

Q9Y3J5 

KHL1_HUMAN 

KHL1_M0USE 

Q9R955 



98 VQNLQQHNLIVHFQANEDTPKSVPEKNLPKEACEK- -RAQDLEMMADDNIEDS TAR 151 

98 VQNLQQHNLIVHFQANEDTPKSVPEKNLFKEACEK- -RAQDLEMMADDNIEDS TAR 151 

1 1 

108 PGQGTQQPARTLPYVESLEEEWPGMD-FPGPHEKGLVLQELKVEPDNSSQATGEGCGHR 166 
111 PGQGTQQPARTLFYVESLEEEWTGMD-FPGPQDKGLALKELQAEPASSIQATGEGCGHR 169 

1 - - 1 



N0V9 

Q9C0H6 

Q9Y3J5 

KHLl_mJMAN 

KHLl^MOUSE 

Q9H955 



152 LD-TQHS BDMNATR 

152 LD-TQHS EDMNATR 

1 MNATR 

167 LSSTGHSMTPQSDLDSSS 
170 LTSTNHSLTPQSDLDSSS 

1 



SEE 
SEE 
SEE 
SEE 
SEE 



QFHW 
QEHV^ 
QFHVI 
FYQAV 
FXQA 




IPAH 
I PAH 
IPAH 
IPAH 
IPAH 



206 

206 

47 

226 

229 

1 



N0V9 2 07 

Q9C0H6 207 

Q9Y3J5 4 8 

KHL1_HDMAN 227 

KHLl^MOUSE 230 

Q9H955 1 



RLVLSgVSDY FAAMFXgO V 

VLsBvSDYFAAiMFTRD 
RLVLSgVSDY FAAM FtSdV 
VLsBvS D Y FAAMFtBdV 

rlvlsBvsdyfaamftBdv 




LKEDTIEgLL 

lBlkedtieBll 
lSlkedtie|ll 
lSlkedtieSll 
slSlkedtieSll 



266 
266 
107 
286 
289 
1 



N0V9 

Q9C0H6 

Q9Y3J5 

iCHLl_HUMAN 

KHL1_M0USE 

Q9H955 

N0V9 

Q9C0H6 

Q9Y3J5 

KKL1_HDKA2I 

KHZil.MOUSE 

Q9H955 

N0V9 

Q9C0H6 

Q9Y3J5 

KHLl_HtJMAN 

KHLl^MOUSE 

Q9H955 

N0V9 

Q9C0H6 

Q9Y3J5 

KHL1_HUKAN 

KHtl.KOUSE 

Q9H955 

N0V9 
Q9C0H6 




387 
387 
228 
407 
410 
70 



PPQ, 
PPQ 
PPQ| 
PPQ 
PPQ 
PPQ 




IRLPLL 
IRLPLL 
IRLPLL 
IRLPLL 
IRLPLL 
IRLPLL 



iMQS PRTKPRKS TVGgL YAVGG 
!mQS PRTKPRKSTVGgLYAVGG 

qsprtkprkstvgglyavgg 
qs prtkprkstvgwl yavgg 
qsprtkprkstvgHlyavgg 
imqsprtkprkstvgSlyavgg 




GRRLQFGVAVIDgKL 

grrlqfgvavidSkl 
grrlqfgvavidSkl 

GRRLQFGVAVIDgKL 

grrlqegvavidSkl 
grrlqfgvavidSkl 



GGRDGLKTLNTVEC 
GGRDGLKTLNTVEC 
GGRDGLKTLNTVE C 
GGRDGLKTLNTVEC 
GGRDGLKTLNTVEC 
GGRDGLKTLNTVEC 



F 
P 
F 
Y 

F 



386 
386 
227 
406 
409 
69 

446 
446 
287 
466 
469 
129 

506 
506 
347 
526 
529 
189 




WTVgPPMSTHRHGLGVgjLEGPgYAVGGHDGWSYLNTVERWDP 

wtvJppmsthrhglgvSBlegpSyavgghdgwsylntverwd^ 
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Q9Y3J5 
KHL1_KDKAN 
KHLl^MOXJSB 
Q9H955 

N0V9 

Q9C0H6 

Q9Y3J5 

KHL1__HDMAN 

KHLl^MOUSE 

Q9H955 

N0V9 

Q9C0H6 

Q9Y3J5 

KHL1_HUKAN 

KHLl'^HOUSE 

Q9H955 

N0V9 

Q9C0H6 

Q9Y3J5 

KHL1_HUMAN 

KHLl^MOUSE 

Q9K955 




WTVffiPPMSTHRHGLGV 



-JTvffl: 



PPMSTHRHGIiGV 
PPMSTHRHGL 



WTV^PPMSTHRHGLGV 



AT 
TV 
cffiTV 
AT 



LEGPj^YAVGGHDGVJSYLNTVERWDP 
LEGPMYAVGGHDGWSYLNTVER^'JDPjJ 
LEGPgyAVGGKDGWSYIiNTVERWDPj! 

legpSyavgghdgwsylntverwdpu 





627 
627 
468 
647 
650 
310 



GFLY 
GFLY 
GFLY 
GFLY 
GFLY 
GFLY 



ggrdgsscl; 
ggrdgssclI 
ggrdgsscl 
ggrdgsscl 
ggrdgsscl 
ggrdgsscl 




pPHTNKWSgCAPKi 
DPHTNKl'JSgCAPM 
PHTNKWsBcAPM 
DPHTNKVjIjScAPM 
PHTNKWsRcQPM 
PHTNKWSfflCAPM 



KRRGGVGVA 
KRRGGVGVAT 
KRRGGVGVAT 
KRRGGVGVAT 
KgRGGVGVAT 
KRRGGVGVAT 



gyii 626 

YN 626 
467 
CD 646 

dd, 649 
YH 309 





KEEVPjvS 
iKEEVPvS 

|tqmas'l| 

■pMASM 
KEEVpivB 



IGRAGACVWffiKgP 

igragacvwBk{Ip 

IGRAGACVWfflKfflP 

igragacwvHkBp 
igragacvwmi^p 
igragacwvSiJIp 



/BlI 

Si 

JqI 

Til 



728 
728 
569 
748 
751 
411 



ProDom analysis indicates that the N0V9 polypeptide has 66 of 164 aa residues (40%) 
identical to, and 99 of 164 aa residues (60%) positive with, the 170 aa p36 (1) 
KELC^DROME - ring canal prptein (KELCH protein) repeat (prdm:36769, Expect = 2.0e- 

5 27); 64 of 191 aa residues (33%) identical to, and 98 of 191 aa residues (51%) positive with, 
the 265 aa p36 (36) SCRB(3) YC81(2) KELC(2) - protein repeat chromosome scruin EGF- 
like domain intergenic region cytoskeleton precursor (prdm:569, Expect = 2.9e-19); 50 of 201 
aa residues (24%) identical to, and 99 of 201 aa residues (49%) positive with, the 263 aa p36 
(3) VF03(2) VC13(1) -protein F3 C13, (prdm:9161, Expect = 8.5e-16); 41 of 1 16 aa residues 

10 (35%) identical to, and 65 of 1 16 aa residues (56%) positive with, the 220 aa p36 (30) 
BAG 1(2) BCL6(2) Z15 1(2) - protein transcription nuclear DNA-binding regulation zinc- 
finger metal-binding zinc finger activator (prdm:716. Expect = 3.1e-12); and 29 of 1 15 aa 
residues (25%) identical to, and 57 of 1 15 aa residues (49%) positive with, the 148 aa p36 (4) 
VA55(2) VC02(2) - protein early A55 C2 (prdm:6493. Expect = 5.7e-07). 

1 5 Pfam query for N0V9 indicates that N0V9 has high homology to two Interpro protein 

motifs, including the Kelch Kelch motif (Score=233.9, E-value=2.3e-66) and the BTB/POZ 
domain (Score=l 14.0, E-value=2.9e-30). PROSITE - software analysis indicates that N0V9 
has one N-glycosylation site (Pattern-ID: ASN_glycosylation PSOOOOl (Interpro)); one 
cAMP- and cGMP-dependent protein kinase phosphorylation site (Pattem-ID: 

20 CAMP_PHOSPHO_SITE PS00004 (Interpro)); six Protein kinase C phosphorylation sites 
(Pattem-ID: PKC^PHOSPHO^SITE PS00005 (Interpro)); three Casein kinase H 
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phosphorylation sites (Pattem-E): CK2_PH0SPH0_SITE PS00006 (Interpro)); one Tyrosine 
kinase phosphorylation site (Pattern-ID: TYR^PHOSPHO.SITE PS00007 (Inteipro)); eleven 
N-myristoylation sites (Pattern-ID: MYRISTYL PS00008 (Inteipro)); and one Amidation site 
(Pattern-ID: AMIDATION PS00009 (Inteipro)). 

Table 9F lists the domain description from other domain analyses results against 
N0V9. This indicates that the N0V9 sequence has properties similar to those of other 
proteins known to contain this domain. 



Table 9R Domain Analysis of N0V9 



Prodom 



Sequences producing High- scoring Segment Pairs; 

prdm: 36769 p36 (1) KELC^DROME - RING CANAL PROTEIN (KELC. . . 

prdm:569 p36 (36) SCRB(3) YC81(2) KELC(2) - PROTEIN R. , . 

prdm: 9161 p36 (3) VF03{2) VC13 (1) - PROTEIN F3 C13, 26... 

prdm:716 p36 (30) BAC1(2) BCL6(2) 2151(2) - PROTEIN T. . . 

prdin;6493 p36 (4) VA55(2) VC02(2) - PROTEIN EARLY ASS ... 

BLOCKS Protein Domain Analysis 

Description 

0 Iron -containing alcohol dehydrogenases protei 
0 Eukaryotic RNA polymerase II heptapeptide rep 
0 Glycosyl hydrolases family 6 proteins. 
0 Adenylate cyclases class -I proteins. 
0 Uncharacterized protein family UPF0015 protei 



Smallest Sum 
High Probability 
Score P (N) 



306 
231 
199 
166 
117 



2.0e-27 
5.8e-20 
8.5e-16 
3 .le-12 
5.7e-07 



AC# 
BL00913B 
BL00115S 
BL00655C 
BL01092Q 
BLQ1066D 



Strength 
1389 
1762 
1384 
1997 
1584 



Score 

1043 

1040 

1037 

1035 

1029 



BLOCKS Protein Domain Analysis 

Pattern-ID: ASN^GLYCOSYLATION PSOOOOl (Interpro) 
Pattern-DE: N-gTycosylation site. Pattern: N[^P] [ST] [*P] 



N0V9 aa position 
2 



Pattern-ID: CAMP_PH0SPH0_SITE PS00004 (Interpro) 275 
Pattem-DE: cAMP- and cGMP- dependent protein kinase phosphorylation site 
Pattern: CRKI{2).[ST3 



Pattern-ID: PKC_PHOSPHO_SITB PS00005 (Interpro) 

Pattern-DE: Protein kinase C phosphorylation site 

Pattern: [ST] . (RK] 

Pattern-ID: CK2_PH0SPH0_SITE PS00006 (Interpro) 

Pattern-DE: Casein kinase II phosphorylation site 

Pattern: [ST] . {2} [DE] 

Pattern-ID: TYR_PHOSPHO_SITE PS00007 (Interpro) 

Pattern-DE: Tyrosine kinase phosphorylation site 

Pattern: [RKl .{2,3}[DE] .{2,3}Y 

Pattern- ID: MYRISTYL PS00008 (Interpro) 
Pattem-DE: N-myristoylation site 
Pattern: Gf^EDRKHPFYW] . {2} (STAGCN] f^Pj 

Pattern-ID: AMIDATION PS00009 (Interpro) 
Pattern-DE: Amidation site, Pattern: .G[RKJ [RK] 



19, 269, 362, 409, 445, 455 



4, 140, 295 



249 



78, 216, 280, 286, 311, 333, 
366, 380, 427, 460, 527 



314 



10 Other BLAST results include sequences from the Patp database, which is a proprietary 

database that contains sequences published in patents and patent pubhcations. BLASTP 
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analysis of the patp database shows that N0V9 has 569 of 569 aa residues (100%) identical to, 
and 569 of 569 aa residues (100%) positive with, the 569 aa Human protein sequence SEQ ID 
NO:14569 (patp:AAB94214, Expect = 2.8e-3 14); 411 of 411 aa residues (100%) identical to, 
and 41 1 of 41 1 aa residues (100%) positive with, the 41 1 aa Human protein sequence SEQ ID 
NO; 14985 (patp:AAB94406, Expect = 7.3e-229); 381 of 508 aa residues (75%) identical to, 
and 439 of 508 aa residues (86%) positive with, the 508 aa Human protein sequence SEQ ID 
NO: 13220 (patp:AAB93678, Expect = 9.8e-218); 380 of 508 aa residues (74%) identical to, 
and 438 of 508 aa residues (86%) positive with, the 508 aa Human protein sequence SEQ ID 
NO: 12231 (patp:AAB93233, Expect = 8.8e-217); and 242 of 554 aa residues (43%) identical 
to, and 349 of 554 aa residues (62%) positive with, the 609 aa Human protein sequence SEQ 
ID NO: 1 1635 (patp:AAB92953, Expect = 2.9e-122). Patp results include those listed in Table 
9GF. 



Table 9G. Patp alignments of NOV9 



Sequences producing High- scoring Segment Pairs: 



High 
Score 



Smallest Sum 

Prob. 

P(N) 



patp:AAB94214 
patp:AAB94406 
patp:AAB93678 
patp:AAB93233 
patp:AAB92953 



Human protein sequence SEQ ID NO: 14569 
Human protein sequence SEQ ID NO: 14 985 
Human protein sequence SEQ ID NO: 13220 
Human protein sequence SEQ ID NO: 12231 
Human protein sequence SEQ ID NO: 11635 



Ho. . 
Ho. . 
Ho. . 
Ho. . 
Ho. . 



3015 
2209 
2104 
2095 
1203 



2.8e-314 
7.3e-229 
9.8e-218 
8.8e-217 
2.9e-122 



1 5 The kelch motif was discovered as a sixfold tandem element in the sequence of the 

Drosophila kelch ORFl protein. The repeated kelch motifs predict a conserved tertiary 
structure, a beta-propeller. This module appears in many different polypeptide contexts and 
contains multiple potential protein-protein contact sites. Members of this growing superfamily 
are present throughout the cell and extracellularly and have diverse activities. 

20 The Drosophila kelch protein is a structural component of ring canals and is required 

for oocyte maturation. Recently, a new human homologue of kelch, KLHL3, was cloned. At 
the amino acid level, KLHL3 shares 77% similarity with Drosophila kelch and 89% similarity 
with Mayven (KLHL2), another human kelch homolog. Like kelch and KLHL2, the KLHL3 
protein contains a poxvirus and zinc finger domain at the N-terminus and six tandem repeats 

25 (kelch repeats) at the C-terminus. Various KLHL3 isoforms result firom alternative promoter 
usage, alternative polyadenylation sites and altemative splicing. The KLHL3 gene is mapped 
to human chromosome 5, band q31, contains 17 exons, and spans approximately 120 kb of 
genomic DNA. KLHL3 maps within the smallest commonly deleted segment in myeloid 
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leukemias characterized by a deletion of 5q; however, no inactivating mutations of KLHL3 
were detected in malignant myeloid disorders with loss of 5q. 

The disclosed N0V9 nucleic acid encoding a Kelch -like protein includes the nucleic 
acid whose sequence is provided in Table 9A, or a fragment thereof The invention also 
5 includes a mutant or variant nucleic acid any of whose bases may be changed from the 

correspondmg base shown in Table 9A while still encoding a protein that maintains its Kelch - 
hke activities and physiological functions, or a fragment of such a nucleic acid. The invention 
further includes nucleic acids whose sequences are complementary to those just described, 
including nucleic acid fragments that are complementary to any of the nucleic acids just 

10 described. The invention additionally includes nucleic acids or nucleic acid fragments, or 
complements thereto, whose structures include chemical modifications. Such modifications 
include, by way of nonlimiting example, modified bases, and nucleic acids whose sugar 
phosphate backbones are modified or derivatized. These modifications are carried out at least 
in part to enhance the chemical stability of the modified nucleic acid, such that they may be 

15 used, for example, as antisense binding nucleic acids in therapeutic applications in a subject. 

The disclosed N0V9 nucleic acid is useful as a marker for Menkes disease, 
myoglobinuria/hemolysis due to PGK deficiency, Wieacker- Wolff syndrome and/or other 
diseases/disorders. 

Based on the tissues in which N0V9 is most highly expressed; including uterus, brain 
20 breast, and stomach; specific uses include developing products for the diagnosis or treatment 

of a variety of diseases and disorders. Additional disease indications and tissue expression for 

N0V9 is presented in Example 2. 

The disclosed N0V9 protein of the invention includes the Kelch -like protein whose 

sequence is provided in Table 9B. The invention also includes a mutant or variant protein any 
25 of whose residues may be changed from the corresponding residue shown in Table 9B while 

still encoding a protein that maintains its Kelch -like activities and physiological functions, or 

a functional fragment thereof 

The invention further encompasses antibodies and antibody fragments, such as Fab or 

(Fab)2, that bind immunospecifically to any of the proteins of the invention. 
30 The above defined information for this invention suggests that this Kelch -like protein 

(NOV9) may function as a member of a "Kelch family". Therefore, the N0V9 nucleic acids 

and proteins identified here may be useful m potential therapeutic applications unplicated in 

(but not limited to) various pathologies and disorders as indicated below. The potential 
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therapeutic applications for this mvention include, but are not limited to; leukemia research 
tools, for all tissues and cell types composing (but not limited to) those defined here. 

The N0V9 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications impUcated in cancer including but not limited to leukemias and/or 
5 other pathologies and disorders. For example, a cDNA encoding the Kelch -like protein 

(N0V9) may be useful in disease therapy for Menkes disease, myoglobinuria/hemolysis due to 
PGK deficiency, and Wieacker- Wolff syndrome, and the Kelch -like protein (N0V9) may be 
useful when administered to a subject in need thereof. By way of nonlimiting example, the 
compositions of the present invention will have efficacy for treatment of patients suffering 

10 fi-om neurological disorders including but not limited to Menkes disease. The N0V9 nucleic 
acid encoding Kelch -like protein, and the Kelch -like protein of the invention, or jfragments 
thereof, may further be useful in diagnostic applications, wherein the presence or amount of 
the nucleic acid or the protein are to be assessed. 

NOV 9 nucleic acids and polypeptides are further useful in the generation of antibodies 

1 5 that bind immuno-specifically to the novel N0V9 substances for use in therapeutic or 

diagnostic methods. These antibodies may be generated according to methods known in the 
art, using prediction from hydrophobicity charts, as described in the "Anti-NOVX Antibodies" 
section below. The disclosed N0V9 protein has multiple hydrophilic regions, each of which 
can be used as an immunogen. In one embodiment, a contemplated N0V9 epitope is firom 

20 about amino acids 1 to 40. In another embodiment, aN0V9 epitope is from about amino 
acids 60-95. In additional embodiments, N0V9 epitopes are from about amino acids 130 to 
220, from about amino acids 240-320, from about amino acids 330 to 370, from about amino 
acids 380 to 415, from about amino acids 425 to 460, from about amino acids 470 to 510 and 
from about amino acids 520 to 569. These novel proteins can be used in assay systems for 

25 functional analysis of various human disorders, which will help in understanding of pathology 
of the disease and development of new drug targets for various disorders. 

NOVIO 

NOV 10 includes three novel Type Ulb plasma membrane-like proteins disclosed 
below. The disclosed NOVIO proteins have been named NOVlOa, NOVlOb and NOVlOc. 

30 NOVlOa 

A disclosed NOVlOa nucleic acid of 1339 nucleotides (also referred to as 100340173; 
1373975; 1373976; 1373977 andl373978) encoding a novel hypothetical Y305_SYNY3 22.2 
kDa prrotein SLR0305-like protein/ Type mb plasma membrane-like proteins is shown in 
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Table lOA. An open reading frame was identified beginning with an ATG initiation codon at 
nucleotides 367-369 and ending with a TGA codon at nucleotides 925-927. A putative 
untranslated region upstream from the initiation codon and downstream from the temination 
codon is underlined in Table lOA, and the start and stop codons are in bold letters. 

5 



Table lOA. NOVlOa nucleotide sequence (SEQ ID NO:60). 



CACGGTCCGCCCAGAGGCTTCGGAGCTGCCGGAGCCGGGCGGGGCCTTGGCGGGCGGCCCCGGGAGTGGCGGCGGCGGCGTG 
GTGGTCGGCGTGGCTQAGGTGAGAAACTGGCGCTGCGGCTGCCTCGGAGCACCTQTTGGTGCCGGAGCCTCGTGCTGGTCTG 
CGTGTTGGCCGCCCTGTGCTTCGCTTCCCTGGCCCTGGTCCGCCGCTACCTTCACCACCTCCTGCTGTGGGTGGAGAGCCTT 
GACTCGCTGCTGGGGGTCCTGCTCTTCGTCGTGGGCTTCATCGTGGTCTCTTTCCCCTGCGGCTGGGGCTACATCGTGCTCA 
ACGTGGCCGCTGGCTACCTGTACGGCTTCGTGCTGGGC ATGGGTCTGATGATGGTGGGCGTCCTCATgnflrArr^TrATPPir 

CCATGTGGTCTGCAAGCGGCTCCTCACCGCCTGGGTGGCCGCCAGGATCCAGAGCAGCGAGAAGCTGAGCGCGGTTATTCGC 

GTAGTGGAGGGAGGAAGOSGCCTGAAAGTGGTGGCGCTGGCCAGACTGACACCCATACCTTTTGGGCTTCAGAAT^ 

TTTCGATTACTGATCTCTCATTACCCAACTATCTGATGGCATCTTOKSTtGGACTGCTTCCTACCC^^ 

CTTGGGTACCACCCTGCGGACAATGGAAGATGTCATTGCAGAACAGAGTGTTAGTGGATATTTTGTTTTTTGTTTACAGATT 

ATTATAAGTATAGGCCTCATGTTTTATGTAGTTCATCGAGCTCAAGTGQAATTGAATGaVGCTATO^ 

AACTGAAATCTTCTCTGGTTAAAGGCAATCAACCAAATACCAGT.GGCTCTTCy^TTCTACAACyU^GM 

TGGAGGTGGAATCAATGTTQTATG ATTCTAATGAGATACGTGATTGTCaAGAGCCTAGTGTGCTATCTAAGGTCTA^ 

ACTTCACTAGTGGGCAGAGACAAGTTCTAATTGTATTACAGCACAAACAAAACTGACTAGTTTTTAAATTC 

TTTTTTTAAGCAAGAATCATTTTCTGGGTATGTAAGTGTAAATGTAGATGCAAATTTGGCTGCACCTCTTTATCATC 

ATTGGCCTATAGGTCTGCACTTTAGTGTTTTTTAATTGTTTTATTTCTGTGTATTTACGAACAGAGAAATAACTCAAATATT 

ATTTCTGCTTAGTGTCTTTATTTATAAAGCCCATGAGTAGTTTGTATGCATCTTTCCTACTTGTAAAGATGAGTAAAAGTAT 
GCAGTTTTAAATTTAAAAAAAAAAAAA 



A disclosed NOV 1 Oa polypeptide (SEQ ID N0:6 1) encoded by SEQ ID NO:60 has 
186 amino acid residues and is presented in Table lOB using the one-letter amino acid code. 
SignalP, Psort and/or Hydropathy results predict that NOVIO has a signal peptide and is likely 
10 to be localized endoplasmic reticulum (membrane) with a certainty of 0.6850. In alternative 
embodiments, the NOV 10a protein locaUzes to the plasma membrane with a certainty of 
0.6400; a Golgi body with a certainty of 0.4600; or the endoplasmic reticulum (lumen) with a 
certainty of 0. 1 000. The most likely cleavage site for a NOV 1 Oa peptide is between amino 
acids 19 and 20, at: WC-KR. NOVlOa has a molecular weight of 19946.3 Daltons. 

15 



Table lOB. Encoded NOVlOa protein sequence (SEQ ID NO:61). 



MGLMMVGVLIGTFIAHVVCK3lLLTAWAARIQSSEKLSAVIRVVEGGSGLKVVAIiARLTPIPFGLQNAVFSITDLSLPN^ 

ASSVGLLPTQLLNSYLGTTLRTMEDVIAEQSVSGYFVFCLQIIISIGLMFYVVHRAQVELNAAIVACEMELKSSLVKGNQPN 
TSGSSFYNKRTLTFSGGGINW 



NOVlOb 

A disclosed NOVIO nucleic acid of 512 nucleotides (also referred to as CG56409-02) 
encoding a novel hypothetical 22.2 kDa prtotein SLR0305-Uke, Type Illb Plasma Membrane- 
20 like, protein is shown in Table 1 OC. The sequence was derived by laboratory cloning of 
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cDNA fragments and by in silico prediction of the sequence. An open reading frame was 
identified beginning with an ATG initiation codon at nucleotides 108-1 10 and ending with a 
TGA codon at nucleotides 510-512. A putative untranslated region upstream from the 
initiation codon is underlined in Table IOC, and the start and stop codons are in bold letters. 



Table IOC. NOVlOb nucleotide sequence (SEQ ID NO:62). 

GGGTCCTGCTCTTCGTCGTGGGCTTCATCGTGGTCTCTTTCCCCTGCGGCTGGGGCTACATCGTGCTCAACGTGGCCG 

CTGGCTACCTGTACGGCTTCGTGCTGGGCA TGQGTCTGATGATGGTGGGCXSTCCTCATCGGCACCTTCATCGCC^^ 

TGGTCTGCAAGCGGCTCCTCACCGCCTGGGTGGCCGCCAGGATCCAGAGCAGCGAGAAGCTGAGCGCGGTTATTCGCG 

TAGTGGAGGGAGGAAGCGGCCTGAAAGTGGTGGCGCTGGCCAGACTGACACCCATACCTTTTGGGCTTCAGAATGCAG 

TGTTTTCGATTATTATAAGTATAGGCCTCATGTTTTATGTAGTTCATCGAGCTCAAGTGGAATTGAATGCAGCTATTG 

TAGCTTGTGAAATGGAACTGAAATCTTCTCTGGTTAAAGGCAATCAACCAAATACCAGTGGCTCTTCATTCTACA^ 

AGAGGACCCTAACATTTTCTGGAGGTGGAATCAATGTTGTATOA 



A disclosed NOV 10b polypeptide (SEQ ID NO:63) encoded by SEQ ID NO:62 has 
154 amino acid residues and is presented in Table 10D using Ae one-letter amino acid code. 
Signal?, Psort and/or Hydropathy results predict that NOVlOb has a signal peptide, cleavage 
10 site and localization results analogous to those listed for NOV 10a and NOV 10c. Additional 
software analysis suggests that NOVlOb has an INTEGRAL likelihood of -6.74 for a 
predicted transmembrane region at aa3 - aal9 ( 1 - 20) and an INTEGRAL likelihood of -5.47 
for a predicted transmembrane region at aa68 - aa84 ( 63 - 86), and that it is likely a Type Illb 
membrane protein (Nexo Ccyt). NOVlOb has a molecular weight of 14249.2 Daltons. 

15 

■ 

Table lOD. Encoded NOVlOb protein sequence (SEQ ID NO:63). 

MGLMMVGVLIGTFIAHWCKRLLTAWAARIQSSEKLSAVIRWEGGSGLKWAI^LTPIPFGL^^ 
VHRAQVELNAAIVACEMELKSSLVKGNQPNTSGSSFYNKRTLTFSGGGINW 

NOVlOc 

A disclosed NOVlOc nucleic acid of 1339 nucleotides (also referred to as CG56409- 
03) encoding a novel hypothetical 22.2 kDa prtotein SLR0305-like protein is shown in Table 
lOE. An open reading frame was identified beginning with an ATG initiation codon at 
20 nucleotides 1-3 and ending with a TGA codon at nucleotides 649-65 1 . A putative untranslated 
• region downstream from the teimination codon is underlined in Table lOE, and the start and 
stop codons are in bold letters. 



Table lOE- NOVlOc mmickoitMe seqmieiiiice (SEQ BD NO:64). 
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ATGGGCTTCATCGTGGTCTCTTTCCCCTGCGGCTGGGGCTACATCGTGCTCAACGTGGCCGCTGGCTACCTGTACGGC 
TTCGTGCTGGGCATGGGTCTGATGATGGTGGGCGTCCTCATCGGCACCTTCATCGCCCATGTGGTCTGCAAGCGGCTC 
CTCACCGCCTGGGTGGCCGCCAGGATCCAGAGCAGCGAGAAGCTGAGCGCGGTTATTCGCGTAGTGGAGGGAGGAAG 

ggcctgaaagtggtggcgctggccagactgacacccataccttttgggcttcagaatgcggtgttttcgat™^ 

ctctcattacccaactatctgatggcatcttcggttggactgcttcctacccagcttctgaattctt^^ 

accctgcggacaatggaagatgto^ttgcagaacagagtgttagtggatattttgttttttgtttacagattattata 

agtataggcctcatgttttatgtagttcatcgagctcaagtggaattgaatgcagctattgtagcttgtgaaatg^ 

ctgaaatcttctctggttaaaggcaatcaaccaaataccagtggctcttcattctacaacaagaggacot 

tctggaggtggaatcaatgttgtatgattctaatgagatacgtgattgttaagagcctagtgtgta 



A disclosed NOVlOc polypeptide (SEQ ID NO:65) encoded by SEQ ID NO:64 has 
216 amino acid residues and is presented in Table lOF using the one-letter amino acid code. 
SignalP, Psort and/or Hydropathy results predict that NOVlOc has a signal peptide, cleavage 
5 site and localization results analogous to those listed for NOVlOa and NOVlOb. Additional 
software analysis suggests that NOVlOc has an INTEGRAL likelihood of -8.12 for a predicted 
transmembrane region at aal49 - aal65 ( 142 - 167) and an INTEGRAL likelihood of -6.74 
for a predicted transmembrane region at aa33 - aa49 ( 22 - 50), and that it is Ukely a Type nib 
membrane protein (Nexo Ccyt). The most likely cleavage site for a NOVlOc peptide is 
10 between amino acids 49 and 50, at: VVC-KR. NOVlOc has a molecular weight of 23 141 
Daltons. 



Table lOP. Encoded NOVlOc protein sequence (SEQ ID NO:65), 



MGFIVVSFPCGWGYIVLNVAAGYLYGFVLGMGLMIWGVLIGTFIAHWCK^ 

VALARLTPIPFGLQNAVFSITDLSLPNYLMASSVGLLPTQLIiMSyiiGTTLRTMEDVlM 

VHRAQVELNAAIVACEMEIjKSSLVKGNOPNTSGSSFYNKRTLTFSGGGINW 



NOVlOa, NOVlOb and NOVlOc polypeptides are related to each other as shown in the 
1 5 ClustalW alignment in Table 1 OG. 
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Table lOG: ClustalW of NOVIO Variants 

Novioa iSSSiSSSSSSSSB^ ^° 

NOVlOb iMllpMi^HHSiiSSSi 

NOVIOC "^^rTnroPn^riMr!VT^rTAmaanVT.vr!P\n/^[j|8y^j^^ 50 

Novloa ss^ss^^^^^s^SSSSS^^SSSSS^SSsSS^ISSSSii 

KOVlOb ^^QS^S^^S^SSS^^^ 

Kovioc ijj^^^pi^sHSBEBSBBBEMHgtfMctiiwATfa^^^ lOO 

Novlob g — """r.rrr'JJ'-l .lI.LLV 1,1 

Novloa sss^s&S3SB^@@S^S^HilS3SSi^^Si^^i 

NovlOb ^^^^^^^SQ^^gyS^E^g^ 

NOVlOa QI^Qi^^SBI 

NOVlOb ^^^^^^^^^^Q 134 

Novioc WSiSS!mSSSSSI!SSi 2x6 



10 



15 



20 



UQlilOIlCli iNVy V IV UJL'^A iUlU WV»1AA^ T d%««^*»*>«aV*'k# ■^www..v«^ -ij^ .. , 

In a search of sequence databases, it was found, for example, that the NOV 10b nucleic 
acid sequence has 156 of 245 bases (63%) identical to a gb:GenBank-ID:MFU72744| 
acc:U72744.1 mRNA from Mycobacterium fortuitum (Mycobacterium fortuitum nitrite 
extrusion protein gene, complete cds). The full NOV 10b amino acid sequence was found to 
have 29 of 80 amino acid residues (36%) identical to, and 45 of 80 amino acid residues (56%) 
similar to, the 209 amino acid residue ptnr:SwissProt-ACC:Q55909 protein from 
Synechocystis sp. (strain PCC 6803) (hypothetical 22.2 kDa protein SLR0305). In a search of 
sequence databases, it was found, for example, that the NOV 10c nucleic acid sequence has 
156 of 245 bases (63%) identical to a gb:GenBank-ID:MFU727441acc:U72744.1 mRNA from 
Mycobacterium fortuitum (Mycobacterium fortuitum nitrite extrusion protein gene, complete 
cds). The fiill NOVlOc amino acid sequence of the protein of the invention was found to have 
52 of 170 amino acid residues (30%) identical to, and 96 of 170 amino acid residues (56%) 
similar to, the 209 amino acid residue ptnr: SwissProt -ACC:Q55909 protein from 
Synechocystis sp. (strain PCC 6803) (hypothetical 22.2 kDa protein SLR0305). 

In an additional search of public protein databases, the NOV 10a amino acid sequences 
have homology to the amino acid sequences shown in the BLASTP data listed in Table lOH. 
Public amino acid databases include the GenBank databases, SwissProt, PDB and PIR. 



Table lOH. BLAST results for NOVlOa 




Gene Index/ 
Identifier 


Protein/ Organism 


Length 

(aa) 


Identity 

(%) 


Positives 
(%) 


Expect 
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Y305_SYNy3; D64005; 
BAA10672.1; Q55909 


HYPOTHETICAL 22.2 
KDA PROTEIN SLR0305. 
synechocystis sp. 
(strain pec 6803) . 
11/1997 


209 


46/154 
(30%) 


86/154, 
(56%) 


36-12 


Q9VNR8; AE003598; 
AAF51854.2 


CG11367 PROTEIN, 
drosophila 
melanogaster, 3/2001 


834 


28/81 
(35%) 


56/81, 
(69%) 


6e-10 


Q9ZVS7; AC005278; 
AAC72122 . 1 


F1SK9.14. 
ax cUJxuOpSlS 

thaliana. 5/1999 


1* ft 
259 


41/153 
(27%) 


82/153, 
(54%) 


7e-09 


Q9RPT3; AF148265; 
AAD55929.1 


HYPOTHETICAL 
TRANSMEMBRANE 
PROTEIN, uncultured 
bacterium ahl. 
5/2000 


225 


40/144 
(28%) 


73/144, 
(51%) 


2e-05 



The homology of these and other sequences is shown graphically in the ClustalW 
analysis shown in Table 101. In the ClustalW alignment of the NOVIO proteins, as well as all 
other ClustalW analyses herein, the black outlined amino acid residues indicate regions of 
conserved sequence (z.e., regions that may be required to preserve structural or functional 
properties), whereas non-highlighted amino acid residues are less conserved and can 
potentially be mutated to a much broader extent without altering protein structure or fimction. 



Table 101. ClustalW Analysis of NOVIO 



1) 


NOVIO a 


(SEQ 


ID 


NO: 61) 


2) 


NOVlOb 


(SEQ 


ID 


NO : 63 ) 


3) 


NOVIO C 


(SEQ 


ID 


NO: 65) 


4) 


Y305_SYNY3 


(SEQ ID NO: 66) 


5) 


Q9VNR8 


(partial 


sequence) 


6) 


Q9ZVS7 


(SEQ 


ID 


NO: 68) 


7) 


Q9RPT3 


(SEQ 


ID 


NO: 69) 



NOVIO a 

NOVlOb 

NOVlOc 

Y3 0 5_SYNy3 

Q9VNR8 

Q9ZVS7 

Q9RPT3 

NOVlOa 

NOVlOb 

NOVIO c 

Y3 05_SYNY3 

Q9VNR8 

Q92VS7 

Q9RPT3 

NOVlOa 

NOVlOb 

NOVlOc 

YSOS^SYNYB 

Q9VNR8 

Q9ZVS7 

Q9RPT3 

NOVlOa 



1 
1 
1 



^ DYLLN 7 

HNRKRNSCWGRAHS FLTRNWYLGCL VPATILGAL VFIGWATRD YARQ 150 

MSFTPSTFRIAISLLLLVAIVSAVIFL PKLKD 32 

- - - MVS PWLPE 8 



MGFI WS FP - CGWGYI vfflNVAA 
ALQ|ipG - LGTWAAI AFjSjLLrrVATV-jVFljPGSam 
LLF|l|EMQNAWITFAVYMGLi^VSPE^VViVGYF^ 
PLlJffll'KEDLGPFGPIJU^Al^IPLTI - VJ^vjPASySriiGG 
FAgBvHS -LGVWAPIAPlvi^YiAVVV-liML'PAFIjaiMAG 

ck; 

iCiH 

c!ec- 

FLgG 

TiBSCRHRIPVQSPYITHCSVCPLYSP 





FLLG 



• TICKS yBtIs 108 
•HYAjR^AgBR 83 



RI 






SA- 



a- -I 



Qm 67 



81 



BNSDOCIO: <WO 0216599A2_L> 



wo 02/16599 



PCT/USOl/26510 



NOVlOb 

NOVlOc 

y305_SYllY3 

Q9VNi8 

Q92VS7 

Q9RPT3 

NOVlOa 

NOVlOb 

NOVlOc 

Y305_SYNy3 

Q9VNR8 

Q9ZVS7 

Q9RPT3 

NOVlOa 

NOVlOb 

NOVlOc 

Y305_SYNY3 

Q9VNR8 

Q9ZVS7 

Q9RPT3 

NOVlOa 

NOVlOb 

NOVlOc 

Y305_SYNY3 

'Q9VNR8 

Q9ZVS7 

Q9RPT3 

NOVlOa 

NOVlOb 

NOVlOc 

Y305_SYNY3 

Q9VNR8 

Q9ZVS7 

Q9RPT3 

NOVlOa 

NOVlOb 

NOVlOc 

Y305_SYNY3 

Q9VNR8 

Q9ZVS7 

Q9RPT3 





kyyawqevrrgcs^ 

i^khypE fq^ svaiqK' 

gVAgWPTgEBLrDHglGE - 




JgLLVLPTVWPSELT 




SIT 



s------ - 

Id LSfflPNSliMA^SV- -g-jjLBTQL 

- - - VSgKDBviGSLG MIHGTOi 

FSCDAPGGQFATMSEgriifebPRPDHvlJLB^ 350 

yiiL g^ P i\n^GEBMLATWL--§MMQB^ 173 

YAlBmBr^ - -VRBRDFFa:;GTLG B^IW; - - 146 




93 
71 
123 
145 



IjNSBLgilTiJgt-MED.V; 108 

- — 71 

'liNsBLfflljTlSRT-MEDV 13 8 

ffYvBigsiiAGSLATLG 161 

DAFKEPHRKNRIFSHVLVVAGADSARSYPFRQRPDFLHLCDCffilPG^ 400 

ALVgvHrtHKD-LSDlI 188 

HYAAYfflsASG--ATPN 160 



lAEQSVSGYFViFCIi Q 



I AEQS VSGYFVFCL QhIxS IG^^^^R^VEIM 

TATNQANPTLQWTIjRIVGP^TVAVTI^T 
LTRSRKRNTG7^LFLSQDVpsdliSTl|SHM^^ 
THGWHEVSVFRWVTMMVGiv^ 
ADGS AAVTPMMEPTA GHwTOLfflGLIJ3LAKI^^ 





Kg: 

eS 



iLlKKSLLWLL 450 

IIjAEN 232 

EIiSJr 201 




QP--TNTSGSSFYNiCR 174 

QP NTS(gSSFYNK|r 122 

QP NTgGWsFYNKR 204 

U.-.-lJ. 209 



RDHSPELWHFYDPSSPVSCIVQgVANEAKi:PM^ 500 

GTiSiDGKKNDDASVLPIAEPPPDLQEPL 260 



■LKQLaiDATP- 



EUPfFVLPTPl 221 



.T,FSGGGINW- 
iTFSGGGINW- 
.TFSGGGINW- 



LRALRRANATAADSMAEVIAQHHQIPQELAASFDYKCRIiRHARPDVT 

VjlRIDPSNT 

gESI ' - -- ■ 



186 
134 
216 
209 
550 
269 
225 



The presence of identifiable domains in NOVlOa, and to NOVlOb and NOVlOc in 
analogous regions, was determined. DOMAIN results for NOVIO as disclosed in Tables lOJ, 
were collected from the Conserved Domain Database (CDD) with Reverse Position Specific 
BLAST analyses. This BLAST analysis software samples domains found in the Smart and 
Pfam collections, 

ProDom analysis of NOVlOa shows homology to various domains. Specifically, 
NOVlOa has 32 of 124 aa residues (25%) identical to, and 67 of 124 aa residues (54%) 
positive with, the 208 aa p36 (7) protein transmembrane intergenic region CY20H10.06C 
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SLR0305 CY277.13C XTHA-GDHA NUCB-AROD DNAI-THRS (prdm:3727, Expect = 
2.7e-08); 14 of 36 aa residues (38%) identical to, and 21 of 36 aa residues (58%) positive with, 
the 68 aa p36 (1) NU2M_HANWI - NADH-ubiquinone oxidoreductase chain 2 (EC 
1.6.5.3)(prdm:21748, Expect = 0.27); 13 of 30 aa residues (43%) identical to, and 18 of 30 aa 
residues (60%) positive with, the 41 aa p36 (1) SODE_DIRIM - extracellular superoxide 
dismutase precursor (CU-ZN) (EC 1.15.1.1) (EC-SOD)(prdm:27499, Expect - 0.27); 15 of 54 
(27%) identical to, and 23 of 54 (42%) positive with, the 69 aa p36 (1) RL37_TETTH - 
ribosomal protein L37 (PI TYPE) (prdm:21871, Expect = 0.74); and 14 of 31 aa residues 
(45%) identical to, and 20 of 31 aa residues (64%) positive with, the 158 aa p36 (1) 
YIK5_YEAST - hypothetical 78.0 KD protein in MOBl-SGAl intergenic region 
(prdm:55957, Expect = 1.3). Table lOJ lists various domain description from domain software 
analysis results against NOV 10. This indicates that the NOV 10 sequence has properties 
similar to those of other proteins known to contain this domain. 



Table lOJ. Domain Analysis of NOVIO 



PPAM HMM Domain Analysis of NOVIO 

Model Domain seq-f seg-t hmm-f hmm-t 



score E -value 



Cno hits above thresholds) 



ProDom analysis 



Sequences producing High- scoring Segment Pairs: 
prdm:3727 p36 (7) - PROTEIN TRANSMEMBRANE INTERGENIC R. . . 

NU2M_HANWI - NADH-UBIQUINONE OXIDORED. . . 
SODE_DIRIM - EXTRACELLULAR SUPEROXIDE.,. 
RL37_TETTH - RIBOSOMAL PROTEIN L37 (P... 
yiKS YEAST - HYPOTHETICAL 78,0 KD PRO.., 



prdm:21748 p36 (1) 

prdm:27499 p36 (1) 

prdm: 21871 p36 (1) 

prdm;55957 p36 (1) 



BLOCKS Proteixi Domain Analysis 



AC# 

BL00495E 0 

BL00505C 0 

BL00853C 0 

BL01235B 0 



Description 

Apple domain proteins. 

Phosphoenolpyruvate carboxykinase (OTP) prote 
Beta-eliminating lyases pyridoxal -phosphate a 
Uncharacterized protein family UPF0019 protei 



PROSITE Analysis 

Pattern- ID: ASN_GLYCOSYLATION PSOOOOl (Interpro) 
one N-glycosylation site 

Pattern-ID: GLYCOSAMINOGLYCAN PS00002 (Interpro) 
one Glycosaminoglycan attachment site 

Pattern-ID: PKC_PHOSPHO_SITE PS00005 (Interpro) 
two Protein kinase C phosphorylation sites 

Pattern- ID: CK2_PH0SPH0_SITE PS00006 (Interpro) 
two Casein kinase II phosphorylation sites 

Pattern- ID: MYRISTYL PS00008 (Interpro) 
five N-myristoylation sites 



Smallest Sum 
High Probability 
Score P(N) 
129 2.7e-08 
58 0.23 
58 0.23 
54 0.52 
68 0.73 



Strength 
1844 
1787 
1544 
2114 



Score 

1049 
1019 
1017 
1016 
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Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patmts and patent publications. In a BLASTP 
analysis of the patp database, NOVIO was found to have 93 of 102 aa residues (91%) identical 

5 to, and 95 of 102 aa residues (93%) positive with, the 1 1 1 aa Human prostate cancer antigen 
protein sequence SEQ ID NO:1245 (patp:AAB56667, Expect = 3.0e-42); 45 of 144 aa 
residues (31%) identical to, and 80 of 144 aa residues (55%) positive with, the 280 aa 
Arabidopsis thaliana protein fragment SEQ ID NO: 12140 (patp:AAG12863, Expect = 1.6e- 
12); 39 of 130 aa residues (30%) identical to, and 66 of 130 aa residues (50%) positive with, 

10 the 174 aa Arabidopsis thaliana protein fragment SEQ ID NO: 64446 (patp:AAG50824, 

Expect = 3. Oe-06); 39 of 130 aa residues (30%) identical to, and 66 of 130 aa residues (50%) 
positive with, the 204 aa Arabidopsis thaUana protein fragment SEQ ID NO: 37254 
(patp: AAG3 1071, Expect = 9.5e-06); and 39 of 130 aa residues (30%) identical to, and 66 of 
130 aa residues (50%) positive with, the 204 aa Arabidopsis thaliana protein fragment SEQ ID 

15 NO: 64445 (patp:AAG50823, Expect = 9.5e-06). Patp results include those listed in Table 
lOK. 



Table lOK Patp alignments of NOVIO 


Sequences producing High- scoring Segment Pairs: 




Smallest 

Sum 




High 


Prob. 




Score 


P(N) 


pat:p:AAB56667 Human prostate cancer antigen protein seque... 
patp:AAG12863 Arabidopsis thaliana protein fragment SEQ I... 
patp:AAG50824 Arabidopsis thaliana protein fragment SEQ I... 
patp:AAG3107l Arabidopsis thaliana protein fragment SEQ I... 
patp:AAG50823 Arabidopsis thaliana protein fragment SEQ I.,. 


448 3 
169 1 
118 3 
118 9 
118 9 


.Oe-42 
.6e-12 
. Oe-06 
.5e-06 
.5e-06 



The Type Illb Plasma Membrane-like NOVIO disclosed in this invention maps to 

20 chromosome 8ql3 and 8q21. This assignment was made using mapping inforaiation 

associated with genomic clones, public genes and ESTs sharing sequence identity with the 

disclosed sequence and CuraGen Corporation's Electronic Northem bioinformatic tool. 

The disclosed NOVIO nucleic acid encoding a novel hypothetical 22.2 kDa prtotem 

SLR0305-like protein includes the nucleic acid whose sequence is provided in Table lOA, or a 

25 fragment thereof. The invention also includes a mutant or variant nucleic acid any of whose 

. bases may be changed from the corresponding base shovra in Table lOA while still encoding a 

protein that maintains its novel hypothetical 22.2 kDa prtotein SLR0305-Uke protein activities 

and physiological functions, or a fragment of such a nucleic acid. The invention further 

includes nucleic acids whose sequences are complementary to those just described, including 
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nucleic acid fragments that are complementary to any of the nucleic acids just described. The 
invention additionally includes nucleic acids or nucleic acid fragments, or complements 
thereto, whose structures include chemical modifications. Such modifications include, by way 
of nonlimiting example, modified bases, and nucleic acids whose sugar phosphate backbones 
5 are modified or deri vatized. These modifications are carried out at least in part to enhance the 
chemical stability of the modified nucleic acid, such that they may be used, for example, as 
antisense binding nucleic acids in therapeutic applications in a subject. In the mutant or 
variant nucleic acids, and their complements, up to about 37 % percent of the bases may be so 
changed. 

10 The disclosed NOVIO protein of the invention includes the novel hypothetical 22.2 

kDa prtotein SLR0305-like protein whose sequence is provided in Table lOB. The invention 
also includes a mutant or variant protein any of whose residues may be changed from the 
corresponding residue shown in Table lOB while still encoding a protein that maintains its 
novel hypothetical 22.2 kDa prtotein SLR0305-like activities and physiological functions, or a 
1 5 functional fragment thereof. In the mutant or variant protein, up to about 64 % percent of the 
residues may be so changed. 

The Type Illb Plasma Membrane-like NOVIO gene disclosed in this invention is 
expressed in at least in peripheral blood tissues. Expression information was derived from the 
tissue sources of the sequences that were included in the derivation of the sequence, as 
20 provided in Example 1. 

The invention further encompasses antibodies and antibody fragments, such as Fab or 
(Fab)2, that bind immunospecifically to any of the proteins of the invention. 

The above defined infonnation for this invention suggests that this novel hypothetical 
22.2 kDa prtotein SLR0305-like protein (NOVIO) may function as a member of a "Type Illb 
25 plasma membrane-like protein family". Therefore, the NOVIO nucleic acids and proteins 
identified here may be useful in potential therapeutic applications implicated in (but not 
limited to) various pathologies and disorders as indicated below. The potential therapeutic 
applications for this invention include, but are not limited to: Type mb plasma membrane- 
related research tools, for all tissues and cell types composing (but not limited to) those 
30 defined herein. 

The NOVIO nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in cancer including but not limited to disorders such as 
neural, inunune, muscular, reproductive, gastrointestinal, pulmonary, cardiovascular, renal,^ 
and proliferative disorders, wounds, and infectious diseases, and/or other pathologies and 
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disorders. For example, a cDNA encoding the SLR0305-like NOVIO protein may be useful in 
gene and protein therapy, and the SLR0305-like protein (NOVIO) may be usefixl when 
administered to a subject in need thereof. By way of nonlimiting example, the compositions 
of the present invention will have efficacy for treatment of patients suffering firom Type IHb 
plasma membrane-related disorders including but not limited to those described in the 
Examples. The NOVIO nucleic acid encoding the SLR0305-like protein, and the SLR0305- 
like protein of the invention, or firagments thereof, may further be useful in diagnostic 
applications, wherein the presence or amount of the nucleic acid or the protein are to be 
assessed. 

The protein similarity information, expression pattern, cellular localization, and map 
location for the protein and nucleic acid disclosed herein suggest that this Type Illb Plasma 
Membrane-like NOVIO protein may have important structural and/or physiological functions 
characteristic of the Type Dlb Plasma Membrane family. 

The NOVIO nucleic acids and proteins of the inveniion have applications in the 
diagnosis and/or treatment of various diseases and disorders. For example, the NOVIO 
compositions of the present invention will have efficacy for the treatment of patients suffering 
from: ACTH deficiency; familial febrile convulsions 1 ; Duane syndrome; congenital Adrenal 
hyperplasia due to U-beta-hydroxylase deficiency; glucocorticoid-remediable Aldosteronism; 
congenital Hypoaldosteronism due to CMO I deficiency; congenital Hypoaldosteronism due to 
CMO n deficiency; Nijmegen breakage syndrome; susceptibiUty to Low renin hypertension; 
Anemia, Ataxia-telangiectasia, Autoimmume disease, Immunodeficiencies as well as other 
diseases, disorders and conditions. 

These materials are further useful in the generation of antibodies that bind 
immunospecifically to the novel substances of the invention for use m diagnostic and/or 
therapeutic methods. 

NOVIO nucleic acids and polypeptides are further useful in the generation of 
antibodies that bind immuno-specifically to the novel NOVIO substances for use in 
therapeutic or diagnostic methods. These antibodies may be generated according to methods 
known in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
NOVX Antibodies" section below. The disclosed NOVlOa protein has multiple hydrophiUc 
regions, each of which can be used as an immvmogen. In one embodiment, a contemplated 
NOVlOa epitope is from about amino acids 18 to 25. In another embodiment, a NOVIO 
epitope is from about amino acids 30 to 50. In additional embodiments, NOVlOa epitopes are 
from about amino acids 100 to 120 and from about amino acids 135 to 186. In another 
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embodiment, a contemplated NOVlOb epitope is from about amino acids 25 to 45 and from 
about amino acids 100 to 134. In a further embodiment, a contemplated NOV 10c epitope is 
from about amino acids 50 to 75, from about amino acids 120 to 145 and from about amino 
acids 180 to 216. These novel NOV 10 proteins can be used in assay systems for ftmctional 
5 analysis of various human disorders, which will help in understanding of pathology of the 
disease and development of new drug targets for various disorders. 



NOVll 

A disclosed NOVl 1 nucleic acid of 6540 nucleotides (also referred to as 87938450) 
encoding a novel transposase-like protein is shown in Table 1 1 A. An open reading frame was 
10 identified beginning with an ATG initiation codon at nucleotides 758-760 and ending with a 
TGA codon at nucleotides 1 175-1 177. A putative untranslated region upstream from the 
initiation codon and downstream from the termination codon is underlined in Table 1 1 A, and 
the start and stop codons are in bold letters. 



Table 11 A. NOVl 1 nucleotide sequence (SEQ ID NO:70). 

CTGGAGTTCCTTTATTCTGGGGATAGCTCAAGTCCACTGCCAATGGCTGACAGTCATTAATACACAGGCAGAAAAAAGAA 

ATAAGCTGCTGTGTCTGCAGTTGGGAGGGGAGCACTGGGAAGGACAGAATGGAAGTTACTGTATCCAGATACCAGCGGCC ' 

TTTACATTTTAAACATGGAGAGGAAGGAACAGGCAGATTAAAAAGTGAAAAATGGCAGTTTACAGAGAAGGCCTAACTGT 

TGGAGAATGAGTACGAGATGAAGGGAAGCAGCTTTGATAGCAAACCAGGGGAATAAGGCAGTTATCTGCCAGTATCTACT 

GCTTCAAAGAGAAGCTCAAGCATCATCTAAGTAGTTTTAC^CAGGGAGTGAGACTGAGTTTGGTGGGGATTTCATTGAGT 

AATGGGATAAAAATTCAGGCACTGCTCATTCAGTTCCAAGGTTCTCTTGCAACCCAGTTTTGAGCTGGAGGGAATTGT^^ 

TTTGGTACATATTTATGTTTGAATGCAAGCCAGCCCACATTCGACAGGCACGGAGCTCTTTCT^ 

AAAAAGTTCCTGTTCTTGTATATTCTTTCATCCTAAACCTGAGACACTTAACAAGAAGCCGGTGTTGGCAAAGGTGTG^ 

TGTGTGTGTGTQTCTGTGTGTGTGTGTCCTAACGAAATGCACATATTTGCTGCAGTGAAGGAGCCAGTTTTTCCATAAAT 

GGCTAACAGGAATTTGATGAAGTGTTTGCAACATTAAA TGTGTTGTGGGTCACGTTGTAACTTACATTGTTCCCCAGCCT 

CCACTTTTCCTTGTTTCCTAACCAACCTCCATCCCGCCCCACATGCCACT^TTCATCCAGGCCTTCAATAGGTCTGCTGTC 

AGTTCCCATAAACTGGCTCAGGTTGTAGAAATGGTTAGTGAAGTCGGGCATCTCAGCCATTCCCACCTCTTACTTCCCAA 

GGTGTCTCATGTCACCAAATTACAAATCATCCACAAGCAGAAGATCAAATCCAGGCTGACTAAAGCCATGTGGAATGTGG 

ACACTTGGGGGCAGTTAAATACCTTACAGGTTTCTGCTGTAAGATTTGAAGCTTTGAAGGCAGAAATCAATGGCCAGATT 

TTCAAAGGAAAAGGTTACAGGTGTGTCCAGGTGAGCCCCAGACAGATGGATCTGTG AAAGCAAGTGCCTGTGCAGGTGCA 

GTGACTGCTCTGGCCATATGTCCTGTACAGACATGGGCTGCAGAGGAAGGAACAAGACTGTGAGTCAAAGAAGACAGGCC 

CGTGCAGCCATCCGTGCCTTACTTGTCTCCAGGTATATGGGGCAGATCTGTAAGTAGAGAATAAGAACAGCAGATGGGAT 

TTTCCATGGGGACTCTACTTCCTACTCCAAGGCATTCAGAAACATGGCTAAAATGAAACCAGTGAATTTGGGGCCATAGA 

GCTAATCTCAAAACCAAGAGAATGAAACTGCCAGGATGCATGi'U^GAGGGATGGCGAAGGCAGGCAGTAAGG^ 

TGAGTGGGCTCTGAATGTCACCTGCACGGTGTAGGCCCTCACGGCATCTTTCTGACCTCTAAATGTTGGAACACCCCAAC 

AGGCCTGGGTCCTGCCTCCCCTGTCCCCTCTGCCACACTCTCTCTGGGTGAGCTCACTCAGCCCCACGCCTTTACATCCC 

ATTTATGCACTGATGGCTCCTAACTCTAAATCTCCACCCCGACCCTTCTCCTGAGCTCCCGATTCAAAATCTTATGGCCT 

GTTCATCCTCTTGGATATCTAATAGAGCTCCCAAAGTTAATGTGTCCAAACCTGAACCCCAGATTCGCCACTATGTTCCC 

AAATCCCACTATGGGTTAGTCTCCCCCATCTCAGAAAGTAACCCTCCATTTACCCAAGTGGTCTGGACAAAAGTTTGGGA 

TTATCCTCAATTCTTTTCTTTATCTCACATCCCGCATCTAATCCATCAGCAAGTTTCGTCAGCTCTCCCTGTAAAATGCA 

TCCCATTCCTACTTTTCATTGCTTCCACCACTACCAGCCCTGTTCAAAGCAACACCCTTTCTTTCCTTGATGACTGCAAT 

GTTGTTGAGCTGACTGCCTTGATCCCATGCCTGCCACCTTGTGTCTTGTCTCCACACGGAAACTCAAGTGACTTTTTAAA 

AGTATAAATTAGATTAGCCTGCTTTCTTGCTCAAAAACTTCTGCTGGTATTTCCTACTTTTAAAATGAAGTTCAAAGTCC 

TAAAATAGCCTAACCTCTATTTACCACCCCCACCCCACCTCCTTCTATCTCCCTTTTGCCATTCCAGCCACACCAACCTC 

CTGATCACCCTTCAAAATACATCACCTTGTTCCCTCTGTGGCATCTTGATATTTGTTGCTGTATCCACCTGGAAATCTTT 

CACATTGCTCGTTCCCCTGATGCACTCAAAACTCTCTAATCCCACGTTCATCTTTGCAAAGAAGTCTTTCCTGACCA 

ATTCTAAAGGAGACCAACCACCATCCAGCTCTTGGATCCTCCTCTTCTCTTCCCTTCTCCTGTTCCACGCATAGGGCAC^ 

TTGATCATGGTTTTTGGCTACCCAGTGTATTTTAACATTCTTGTCCTATTTGAGAAAATTTGAGACTCCCCAAAGCAGAA 

GGCAGTATAGTGAGTTTAATAGTGTTTCCCCTGATGTACATCTACCCAGAGCCTCAGAATATGACCTTAATTGGAAATAG 

GTTCTTTGCAGCTATAATTAGTTAAGGAGTGGAAGATGAAGTCATCCTGAATTTAGGGTGGGCCCTAATTCCAATGACTG 

GCATCCTTATGAGATAATGGAGAAGGAGATTTGGACACAGACATGAAGACATGCAGGAAAGAAGGCCACCTAGTAATGGA 

GGCAGGGTGACTCATGGAGCCACAAGCCAACGGACATCAAGTACCACTGGCCCCCATCAAAAACTTTAAAAAGGCAGGGA 
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AAGGTTCTTCTCTAGAGCCTCCAGAGGGAACAGGACTCTGTTAACACCTCAATCTCAGCCTTCCAGCCr^ 

GAGAATAAAGCCATCAAGTTTGTGGTTATTAGTTACAGCAGGCTTAGGAAACTAATACAGCCAAACATTTCTCTAG^ 

TCAGTAACCAGGGCACAAGACAGAGACCCACACCCCCCAGTCAGATGATTCTGCATGAGACTTCCATTGT^^ 

GCATTGAGGAGCTCACCCCCAGCAGTTCCTATCATCCCAGCTCAGGCCTCAGACATCAAGAAGCAGGAGAC;^ 

CTGTGTGTCCTGTCCAAAACCCTGAGCCATAGACTTCATGGGCATAACAAAATGGTTTGTGTTTGAGCCCATAAAGTTOT^ 

AGTGCTTTGTTGTACAGCAATAGTAACTGCAACAAAAATCAAAATAATTCCTCTCTGATGGTGGGGCATGGGGAAGATGA 

AGGAAAGAGATATAGTGAATCACATCTTTGTCAGAAAGACAGTGGGTTCATTTGAGTAGTTGGATTATGTATTTCCCA^ 

GCCATCTCTCAGGATAAACCTAAGCTTCTTCAGGATACAAGGAAATTTCCTGGAATCCTAAACaTTTAGAAAAACATTTC 

AAAAAACCTCGQTGTGGTACACTTGAAAGAATCTTCAGTTTCCTTGCCACGATAACAAATTAGCCACATATATCAACA 

GCACCAGGCATCTCCATAGTCACAGTTTGATGCAAGTTTCCAAATACCTCTGCAAAGCAGGCATTACTGTTACTATTTTA 

CAAATGATGCCTGGAGAATATAGAAATTTCAACTCATGCTTTGAATCCTGAAAACCACTTGAAGGCCCaAATTCGGAT(^ ^ 

TCCATCTCCCAGAGTTGTCTCTAAATAACAACACTGTGTAGAATGAGAAGGCTGAAATGCCAAGTGATCTCA 

CTTTCATGATATTTTAAGACTACTGCCAAGAACAATOTTGTCTTACAGGCAGCATAGGGTAGTTATCAATO^ 

ACTGCCAGGATGCCTGCAAAGCCCACAATCGGAAGTTCAGAGCGGCAGGTCATAAATTATTTTTATAAGAGAAAAGGCCA 

AGCAAGGGGCCGTTCTAACAGCCGTCTGGCATCCCTATCCTGCAACCTGGGCTGAGTTTGTACCGAATTTCTGCTTTGGG 

GCAGAAATTCATACCAGAAAAATGTTTCGTGATGCATTTTTGTTCAGTTGAATAGAGCCAAGAATTTGTTCTAATTTjVAA 

TTAGATGACCTCTGAGCTGATATACTATAAAAAATATTAATCAAGTAACCCCAGCAAATACTGATAGGGTATCACCAGGG 

ACTCAATGATATCACCAGGATGAAAGAGAACGGTGGCCTTTTTGGCTGGTATGATCCATAATTCCCACATAATCCACGTC 

TATAAGTTAGAGAGAATTGTCAAGTACAGTTCAGTGCTAACCTGGAAACAAATAGCCCTTATAAGGCTGCTAATCCACTT 

AAAATAATCAGTTCCAGATTATTAATTTGGCACCCTCCCAAGGATACTACGAGGATCTGTCAGATTTCATGAACATATAG 

GCAACAATAGAACCAATACCCTAAACCCCAGAAATCTAGATATGAAAGCTATGTAGAATCATACCCTTTCTAGTCCCACT 

GCTTCATAATACAAATGACAAAAATTCAGCTCATGAGGATTAAGGGACTTTTCAGTGGGGCATCAGCTCACGGTTGCATA 

CAGCTCAGTCTTTTTTTTTTTTTTGAGACAGGGTCTTACTCTGCTACCCAGGCCACAGTGCAGTGGGGCCATCTTGG 

ACTGCAGCCTCAACCTCCTGGGCTCAAGCAATCCTCCCACCTTAGCTTCCCAAATAGCTGAGATGACAGGTGCACACAAC" 

CATGCCTGGCTAATTTTTTATTTTTTGAAGAGATAGGGCCTCACTATGTTGCCCAGGCTGGAGCCCAGTCTTCAGAGATG 

GAAAGACATGCGTCTATGTCATTTACGAGTTTCATGGCCTGTGTCaAGCTAATTCTACCCCCTGAGCCTCAGCTTGTl^ 

TTCTTTTCAAAAATGA AGATGCCAGTGGTTCTCACCTCATA,TTGTTGCAAGGAATGG^^ 

TGTAGAGTAGGTGCTCAGTCACATGTAGTTGCTGTTGTTCTTCCCCAGATTATACAAACAAATTCTTGCTAAGCCAGGAT 

GAAAACCCAGGTTTCAGGACTCTCAGGCTGATACTCATACCATGCCACTCCATCAAAGAGAAGGGCATTTTCCACCTGTA 

TCCCTGGGTCTGTGTTCCAATCATTCTAAACTCTGACCAGCGCCTCATAAGTTGAATGAAATATAAACGACTTCAATAAA 

TCTCTTTTTTCCAAATAAATGAAGTTTATCAAGCTGTCCCATAACCCCGTGCTAAATCTATAAAACTGTAGQCAGCTTCC 

TTTGGGACCAACATTtCCTGGCTAATTAAAATGAATGTTGTATCGATGAAAGATTATTTTAAAATGGCACTGATAGTGTT 

TAGACATTGTCATAACATCAGCCGGTGGATCACTAATTTGCAAATTTTACTAAAGATCTTGCCAATTAAAACCCCTTCTA 

GACACTCTCAAACACACTGTCAGTGACAGCTGAGAGACCACATGGTAAAGACATGATCACATTAAATTCAC^^ 

TTCTCCCTGGAAGGGCTGAGGGAGAGAGACGGGGGCACGTCCCCATAGCAGGTGCCACTGAGTCAACCCAGCCAGACTGT 

CATAAGAGAAAAGCAAATTTTTGGGTTTTATTTTACCCTAACtGCTTTCCAAAACA^ 

CTGTAGGAAATTATCCTGAAAAATTGTGTTTCTCTTTGAGAGACAAGTGAAGAGAAGTGAATCTCTGAACCAATCTGAAA 

CTCGCCAAGGTACAAGTTGGCTCACCTGGGAGGTGGTGGGCTTTAGCCCAGAGTCTTCTGGGACAGTTTGTCCCTCTCCA 

GGGGTTGCAGAAGCGGCAACAATAGTGATGAGTCTGTCTCTGGGAAGTCACCTCaATTAACAGCCACAGTGAAT^^ 

AAAAGTTAACTTTACAAGCTCTGCCCAGCAGTGGGTCACTGGGGGAAATTTTCCAGATTTGAAAGTCAAGGTAG 

ATGGCATGTATTTAAATGATCAGATTTCATGCAGATAACCCTAACAGCCAACACTTATTAAGGGCCTACCATGTGCATGA 

TGTCATTTATTCATTACAACAATCCTATAAGATTGGTGCTATTATTATCCCCGAAGGACAGATGAGAAAATTAAGACTCA 

GAGATATTGCAACTCATCCTTGTACACAGAGTTGCTATGCAATATAGCTGGAATTCTAAACCCGGTCCCACTGAGGGCCG 

TGACCCTGGTGGTGAAACTCCACAGTGTGACAGGCCtTATCCCTGAGATTTGTGGTCTATCCACATACCAGTCCATGGGA 

GATTATGGTCTTTTCTGATATCCATGTGTAATATTTCTCCATCCACTGAGATATTCGGGA 



In a search of public sequence databases, the NOVl 1 nucleic acid sequence has no hits 

using an Expect value of 1.0. Public nucleotide databases include all GenBank databases and 

the GeneSeq patent database. 
5 A disclosed NOVl I polypeptide (SEQ ID N0:71) encoded by SEQ ID NO:70 has 139 

amino acid residues and is presented in Table 1 IB using the one-letter amino acid code. 

SignalP, Psort and/or Hydropathy results predict that NOVl 1 has no known signal peptide and 
* is likely to be locaUzed to the mitochondrial matrix space with a certainty of 0.4344. In 

alternative embodiments, the NOVl 1 protein is localized to a microbody (peroxisome) with a 
10 certainty of 0.3191; a lysosome (lumen) with a certainty of 0.1589; or the mitochondrial inner 

membrane with a certainty of 0.1 162. NOVl 1 has a molecular weight of 15546.1 Daltons. 
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Table IIB. Encoded NOVll protein sequence (SEQ ID NO:71). 



MCCGSRCmiHCSPASTFPCFLTNLHPAPHATFIQAFTOSAVSSHKLAQWEMVSEVGHL^^ 
KQKI KSRLTKAMWNVDTWGQLin'LQVSAVRFEALKAEINGQI FKGKGYRCVQVSPRQMDL 



PROSITE analysis of NOVl 1 predicts that the NOVl 1 protein has one N- 
glycosylation site (Pattern-ID: ASN.GLYCOSYLATION PSOOOOl (Interpro)); two Protein 
kinase C phosphorylation sites (Pattern-ID: PKC_PHOSPHO_SITE PS00005 (Interpro)); and 
5 two N-myristoylation sites (Pattern-ID: MYRISTYL PS00008 (Interpro)). 

Table 1 IC lists the domain description from DOMAIN analysis results against 
NOV 11 . This indicates that the NOVl 1 sequence has properties similar to those of other 



proteins known to contain this transposase_17 domain. 



Table IIC. Domain Analysis of NOVll 


PFAM HMM Doxaain Analysis of NOVll 






Model Description Score 


E-value 


Transposase_l7 (Interpro) Transposase IS200 like -42 


.6 


9.5 


PRODOH Domain Analysis of NOVll 




Smallest Sum 




High 


ProbaJaility 


Sequences producing High-scoring Segment Pairs: 


Score 


P(N) 


prdm: 29481 p36 (1) AADR_RH0PA - ANAEROBIC AROMATIC DEGRA. . . 


51 


0,61 


prdm:20370 p36 (1) YVAU_VACCC - HYPOTHETICAL 8.8 KD PROT. . . 


49 


0.80 


prdm:44828 p36 (1) YM91_SCHP0 - HYPOTHETICAL 91 KD PROTB... 


49 


0.80 


prdm:28458 p36 (1) PR1_MEDTR - PATHOGENESIS -RELATED PROT... 


47 


0.93 


prdm: 29156 p36 (1) P0L_SMRVH - POL POLYPROTEIN (REVERSE ... 


46 


0,97 


BLOCKS Protein Domain Analysis 






AC# Description 


strength Score 


BL01280E 0 Glucose inhibited division protein A family p 


1592 1031 


BL00884D 0 Osteopontin proteins. 




1466 1027 


BL00130E 0 Uracil-DNA glycosylase proteins. 




1320 1006 


BL00441E 0 chalcone and stilbene synthases proteins. 


2040 1000 



10 Table 1 ID provides percent homology to the domains identified in Table 1 IC. 



Table IID. ProDom BLASTP results for NOVll 

• 


ProDom 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positive 
(%) 


Expect 


prdm; 29481 


p36 (1) AADR RHOPA - DNA- 
binding ANAEROBIC AROMATIC 
DEGRADATION REGULATOR 


47 


12/31 
(38%) 


13/31 
(41%) 


0.95 


prdm: 203 70 


p36 (1) YVAU_VACCC 
HYPOTHETICAL 8 . 8 KD PROTEIN 


53 


10/20 
(50%) 


12/20 
(60%) 


1.6 


prdm:44828 


p36 (1) YM91_SCHP0 - 
HYPOTHETICAL 91 KD PROTEIN IN 
COB INTRON. HYPOTHETICAL 
PROTEIN; MITOCHONDRION 


34 


8/20 
(40%) 


13/20 
(65%) 


1.6 
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prdm: 28458 


p36 (1) PR1_MEDTR - 
PATHOGENESIS-RELATED PROTEIN 
PR-1 PRECURSOR 


45 


12/26 
(46%) 


16/26 
(61%) 


z • / 


prdm: 29156 


p36 (1) POL_SMRVH - POL 
POLYPROTEIM (REVERSE 
TRANSCRIPTASE (EC 2 . 7 . 7 . 49) ; 
ENDONUCLEASE) 


34 


9/28 
(32%) 


14/28 
(50%) 


3.5 



NOVl 1 polypeptide sequence produced no hits in a BLASTP search for homology 
(Expect value setting = 1 .0) to the GenBank and EMBL public databases. Other BLAST 
results did find homologous sequences from the Patp database, which is a proprietary database 
that contains sequences published in patents and patent publications. According to a BlastP 
analysis, NOVl 1 has 38 of 64 aa residues(59%) identical to, and 49 of 64 (76%) positive with, 
the 102 aa Human protein sequence SEQ ID NO:18455 from PN=EP 107461 7- A2 (patp: 
AAB95670, Expect = 4.6e-16); 35 of 58 aa residues(60%) identical to, and 42 of 58 (72%) 
positive with, the 101 aa an secreted protein, SEQ ID NO: 4718 from PN=EP1033401-A2 
(patp: AAG00637, Expect = 5.1e-15);20 of 61 aa residues(32%) identical to, and 35 of 61 
(57%) positive with, the 136 aa Arabidopsis thaUana protem fragment SEQ ID NO: 42276 
(patp:AAG34708, Expect = 0.51); 20 of 61 (32%) identical to, and 35 of 61 (57%) positive 
with, the 150 aa Arabidopsis thaliana protein fragment SEQ ID NO: 42275 (patp:AAG34707, 
Expect = 0.71); 20 of 61 (32%) identical to, and 35 of 61 (57%) positive with, the 162 aa 
Arabidopsis thaliana protein fragment SEQ ID NO: 42274 (patp:AAG34706, Expect - 0.89); 
20 of 61 (32%) identical to, and 35 of 61 (57%) positive with, the 270 aa Arabidopsis thaliana 
protein fragment SEQ ID NO: 21878 (patp:AAG19901, Expect = 2.5); 13 of 36 (36%) 
identical to, and 1 7 of 36 (47%) positive with, the 66 aa Human endometrium tumour EST 
encoded protein 343 (patp:AAY60283, Expect = 4.3); 10 of 26 (38%) identical to, and 18 of 
26 (69%) positive with, the 64 aa Gene 8 human secreted protein homologous amino acid 
sequence #113 - Bos taurus (patp:AAB39364, Expect = 5.6); and 10 of 26 (38%) identical to, 
and 1 8 of 26 (69%) positive with, the 64 aa Human secreted protein sequence encoded by gene 
8 SEQ ED N0:1 14 (patp:AAB39365, Expect = 5,6). Patp results include those listed in Table 

HE. 



Table HE. Patp alignments of NOVll 



sequences producing High- scoring Segment Pairs: 



High 
Score 



Smallest 
Sum 
Prob. 
P(N) 



patp:AAG34708 
patp:AAG34707 
patp:AAG34706 
patp:AAG19901 
patp:AAY60283 



Arabidopsis thaliana protein fragment SEQ I... 
Arabidopsis thaliana protein fragment SEQ I... 
Arabidopsis thaliana protein fragment SEQ I.-- 
Arabidopsis thaliana protein fragment SEQ I • • • 
Human endometrium tumour EST encoded protei... 



90 



74 
74 
74 
74 

53 



0.40 
0.51 
0.59 
0.91 
0.99 
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The disclosed NOVl 1 nucleic acid encoding a transposase-like protein includes the 
nucleic acid whose sequence is provided in Table 1 1 A, or a fragment thereof. The invention 
also includes a mutant or variant nucleic acid any of whose bases may be changed from the 
5 corresponding base shown in Table 1 1 A while still encoding a protein that maintains its 
transposase-like activities and physiological functions, or a fragment of such a nucleic acid. 
The invention further includes nucleic acids whose sequences are complementary to those just 
described, including nucleic acid fragments that are complementary to any of the nucleic acids 
just described. The invention additionally includes nucleic acids or nucleic acid fragments, or 

1 0 complements thereto, whose structures include chemical modifications. Such modifications ' 
include, by way of nonUmiting example, modified bases, and nucleic acids whose sugar 
phosphate backbones are modified or derivatized. These modifications are carried out at least 
in part to enhance the chemical stability of the modified nucleic acid, such that they may be 
used, for example, as antisense binding nucleic acids in therapeutic applications in a subject. 

15 In the mutant or variant nucleic acids, and their complements, up to about 60 % percent of the 
bases may be so changed. 

The disclosed NOVl 1 protein of the invention includes the transposase-like protein 
whose sequence is provided in Table 11 B. The invention also includes a mutant or variant 
protein any of whose residues may be changed from the corresponding residue shown in Table 

20 1 IB while still encoding a protein that maintains its transposase-Uke activities and 

physiological functions, or a functional fragment thereof In the mutant or variant protein, up 
to about 60 % percent of the residues may be so changed. 

The invention further encompasses antibodies and antibody fragments, such as Fab or 
(Fab)2, that bind immunospecifically to any of the proteins of the invention. 

25 The above defined information for this invention suggests that this transposase-like 

protein (NOVl 1) may function as a member of a '*transposase family". Therefore, the NOVl 1 
nucleic acids and proteins identified here may be useful in potential therapeutic applications 
implicated in (but not limited to) various pathologies and disorders as indicated below. The 
potential therapeutic applications for this invention include, but are not limited to: transposase 

30 related research tools, for all tissues and cell types composing (but not limited to) those 
defined herein. 

The protein similarity information, expression pattern, cellular locaUzation, and map 
location for the protein and nucleic acid disclosed herein suggest that this novel, intracellular 
transposase domain containing protein-like NOVl 1 protein may have important structural 
35 and/or physiological functions characteristic of the novel transposase domain containing 
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protein family. Therefore, the NOVl 1 nucleic acids and proteins are useful in potential 
diagnostic and therapeutic applications and as a research tool. These include serving as a 
specific or selective nucleic acid or protein diagnostic and/or prognostic marker, wherein the 
presence or amount of the nucleic acid or the protein are to be assessed. These also include 
5 potential therapeutic applications such as the foUowing: (i) a protein therapeutic, (ii) a small 
molecule drug target, (iii) an antibody target (therapeutic, diagnostic, drug targeting/cytotoxic 
antibody), (iv) a nucleic acid useful in gene therapy (gene delivery/gene ablation), (v) an agent 
promoting tissue regeneration in vitro and in vivo, and (vi) a biological defense weapon. 
The NOVl 1 nucleic acids and proteins of the invention are useful in potential 
10 therapeutic applications including but not limited to those provided in Example 2, and/or other 
pathologies and disorders. For example, a cDNA encoding the transposase-Uke protein 
(NOVl 1) may be useful in gene and protein therapy, and the transposase-like protein 
(NOV 11) may be useful when administered to a subject in need thereof. The NOVl 1 nucleic 
acid encoding the transposase-like protein, and the transposase-like protein of the invention, or 
1 5 fragments thereof, may further be useful in diagnostic applications, wherein the presence or 
amount of the nucleic acid or the protein are to be assessed. 

NOVl 1 nucleic acids and polypeptides are fiirther useful in the generation of 
antibodies that bind immuno-specifically to the novel NOVl I substances for use in 
therapeutic or diagnostic methods. These antibodies may be generated according to methods 
20 known in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
NOVX Antibodies" section below. The disclosed NOVl 1 protein has multiple hydrophilic 
regions, each of which can be used as an immunogen. In one embodiment, a contemplated 
NOVl 1 epitope is from about amino acids 25 to 45. In additional embodiments, NOVl I 
epitopes are from about amino acids 70 to 105 and from about amino acids 1 1- to 139. These 
25 novel proteins can be used in assay systems for ftinctional analysis of various human 

disorders, which ?viil help in understanding of pathology of the disease and development of 
new drug targets for various disorders. 

NOV12 

A disclosed NOV12 nucleic acid of 2760 nucleotides (also referred to as 87917235 or 
30 1 3373979) encoding a novel Novel Leucine Zipper Containing Type II membrane like 

protein-like protein is shown in Table 12A. An open reading frame was identified beginning 
with an ATG initiation codon at nucleotides 1789-1791 and ending with a TGA codon at 
nucleotides 2101-2103. A putative untranslated region upstream from the initiation codon and 
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downstream from the termination codon is underlined in Table 12A, and the start and stop 
codons are in bold letters. 



Table 12 A. NOV12 Nucleotide Sequence (SEQ ID NO:72) 



2AATTTTTGTATTTTTAGTAGAGACAGGGTTTC A CCATATTGGCCAGGATGGTTTCA AACTCC^^^ 

^CTAGGCCTCCCAAAGTGCTGGGATTACAG GCGTGAGCCACCGCGCCTGGTGAGGACTCCATTTTCTACC CCTAGGCTAA 
^AGCCTGGAGGATTATAGC TTACAGAGCAGAGAAGAACTCTGATACTCATACCTGCATA GTGOTAr,CTAr,TnanTan2if^ 

ATACTTAGA TAATTCATTTTCTGATTTCTGACATTAGTGAGAGGTTGGGGTTTTGTTTGTTTAATAA^ 
^^C TTTGCAAACAGCCTTGAATGAGGAATGTCCTTATGTTTCAGGGAACATATCAGGCCTGGAA^ 

jAGCTCACTCATTGAACTTCAAATGCACTGACTC CAACCATTTCCTAAAATAAGGAAAATCT^^ 
ICACTCTCCTGAATGTTTTCTGT TGGTTGGTTGGTTGGTTGGTTT^^ 

MCATGAAGAATATTAGTCAG AAATGGGGCACAGGTCTCAAGCAGGTCTTGGGACCTTGG GCTA 
T jW^TTTACTTATCTATAACATA A AAGGACCTTAATATATGATTGAGAAGGCCCAAA C^^ 
gTCCCCATCAGACCTCTCTGG AGACACAGGATCTTATTCAACCTCACACAGATTCTTGGGTT TOTGPP^ 
T TGAAAATTCTCCCATAAACTTT A TACAAGTCCTTATGGAATCATTAAAGCTTTGCAAG A^ 
AAGCCCAAGAAACAGAGAAGA A AATCATGTTTTATAACCCAAGAAATCTGTCCA AATCCTAGAATT TTTCT^ 
TCACAAGAAGGAACAGTCTCT TCCTTCCTAGTGGGAAAGTCAGGGTTTCTTTCATTTCCACCTTG TTCGCTTGTAACCGCT 
CTCACCAGGCAAAGTTCTGAGCAAGTGAGATGGACTCATCTCGGAACTCCAGGCTGTGTTTACATAATTGGTAAAAGA^^ 



C 



ATTCCAATCCCATTCCTTCGT CAGCTCCGACAGACCAACCAGCATCCCCCTCCCACTTGCCAC TTTGATAGr.r^^^ 

TATCTCCATCTCCTTATCTTTG T TGATCATGTTTCTGGGTTTCCAATTGCGTCAAT TTAACTGGTTG CC^^ 

ATCTGAGGGGAAAGCAGAATC TCAACTGAACATGCAGATGTCCTATTGAGACTTTGCCCATAAGGG AGCG^ 
lAAAATT CCATCTTTTGGACCTCATATCAGTTGATGTTTTTAGTTGCATOT^ 

AGAAAGTTATTTAAGGATATTTA TAGTTCACAGAATCTCTGGAGGAGCGGGGGGCTAGA^ 

AGAGAGACTCCGAGTCCCCCT GGGACTGACCTGAGATGACCAGGGAGCTGGTATTTTTAGCTTCCA GAGGTAAATAACAGC 
CTTCACTTCCATCAAAACTC ATTAGGTAGAAAACACACCAAACATGGGAAAGGCGTTCCGGAGCT GGGCTACCAAAGAG^ 
TAAXAAATGTTCACTATAGTTTCATCTTCTAGTTTTGTACCATCCCTGAAACAT ^^ 

TTACAGTTAAGTCTACAGTCAGACAGAAGQAAACTGGCATTTATTAAACACCAACTTTGTGCCTGGAA^^ 
TATCATAATCTTTACAATAACTCTGCAATATGGATCTCATTATCAGCATTCTTTTTTTGTTTGTTTGGTTGGTTGGTTT^^ 
GTGGTTTTAGTGTCAGGGTCTCACTCTGTTGCTCAGGCTGGAGCATGGTGGCATGATCATAACTCACTGCAGCC 
CCTGGWCAAATGATCCTCCCACCTCACCTCCA AGTAGCTGGGACTACAGG (^TG 



^TTTCTTTTTTTTTAAGAGGTA G GATCTTGCTATAATGCCCAGGTTGGTCTCAAACTCCTGGTATCA AGTGATCCTCCrAT 
CTTGGCCTCCCAAAGTGCGGG AATTACAGGTGTGAACCACTGCACCCAACCTCATTCTCAGCATTCTT ATT^^ 
TTATTATCCTCCAAGGATAGG TTAAGTAATTGTTATGGGTTGAATTGGGTCTCCCCAAAATTCCTATGTTAA AGTCCTA 
CCCAGTMCTCAAAATOy^ GGTAAGGTCTTTATAGAGGTAATCAAGTTAAAATGATGOT ^ 



TATGACTAGTCTCCTTATAAAAAG CAGAaVTTCACACACAAGGACACATGCACACAGG^ 



TGATGCGTCTGCAGGCCAAAGAATGCCAAAGACTGCCAGCACACCACCAGAAACTGGGGGAGAGGCATGGAACGGAT^ 



CTTCACAGCTCTCAGAAAGAA CCATGCTGCTGACACCTTGATCTTGGAATTCTAGCCACTC 



5 The N0V12 nucleic acid was identified on chromosome 1 7 as run against the Genomic 

Daily Files made available by GenBank or from files downloaded from the individual 
sequencing centers. Exons were predicted by homology and the infron/exon boundaries were 
determined using standard genetic rules. Exons were fiuther selected and refined by means of 
similarity determination using multiple BLAST (for example, tBlastN, BlastX, and BlastN) 

10 searches, and, in some instances, GeneScan and Grail. Expressed sequences from both public 
and proprietary databases were also added when available to further define and complete the 
gene sequence. The DNA sequence was then manually- corrected for apparent inconsistencies 
thereby obtaining the sequences encoding the full-length protein. The N0V12 nucleic acid 
was fiuther mapped to the pi 1 region of chromosome 17, a locus associated with prostate 

1 5 cancer (OMM 1 76807) and congenital slow-channel myosthenic syndrome (OMIM 60 1462). 
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A disclosed N0V12 polypeptide (SEQ ID NO:73) encoded by SEQ ID NO:72 is 104 
amino acid residues and is presented using the one-letter amino acid code in Table 12B. 
SignalP, Psort and/or Hydropathy results predict that N0V12 does not contain a known signal 
peptide and in the likely to be localized in the cytoplasm with a certainty of 0.8387 predicted 

5 by PSORT. In alternative embodiments, N0V12 is likely to be localized to the mitochondrial 
inner membrane with a certainty of 0.8387, to a microbody (peroxisome) with a certainty of 
0.7480, the plasma membrane with a certainty of 0.4400, or the mitochondrial intermembrane 
space with a certainty of 0.375 1 . The N0V12 hydropathy profile is characteristic of the 
leucine zipper' gene family. A N0V12 polypeptide has a molecular weight of 11855.7 

10 Daltons. 

Table 12B. Encoded NOV12 protein sequence (SEQ ID NO:73)- 

MFTIVSSSSFVPSLKHFLFPPGASKLQLSLQSDRRKLAFIKHQLCAWKIHLQYHNLYNNSAIWISLSAFFFCLFG 
VLVSGSHSVAQAGAWWHDHNSLQP 

In a search of sequence databases, it was found, for example, that the nucleic acid 
sequence of this invention has 168 of 252 bases (66%) identical to a gb:GENBANK- 
15 ID:HS435C23|acc:Z92844.1 mRNA firom Homo sapiens (Human DNA sequence from PAC 
435C23 on chromosome X. Contains ESTs). No sequences were found in the EMBL, PIR or 
GenBank databases that had homology to the N0V12 polypeptide in an unfiltered BLASTP 
search (expectation value=1.0 for input parameter). 

Table 12C lists the domain description from DOMAIN analysis results against 
20 NOV 12. This indicates that the NOV 12 sequence has properties similar to those of other 
proteins known to contain this domain. 
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Table 12C. Domain Analysis of NOV12 

PRODOM Analysis 

prdmi 49789 p36 (1) RED1_HUMAM // DOUBLE -STRANDED RNA-SPECIFIC EDITASE 1 (DSRNA 
ADENOSINE DEAMINASE) (RNA EDITING ENZYME 1) . RNA EDITING; HYDROLASE; ZINC; RNA- 
BINDING; REPEAT; ALTERNATIVE SPLICING, 55 aa. 

Expect = 0.012, Identities = 12/23 (52%), Positives = 15/23 (65%) 
for aa of Query: 82 to 104, Sbjct: 1 to 23 

prdin:5031 p36 (5) NU4M(5) // OXIDOREDUCTASE NADH-UBIQUINONE CHAIN NAD UBIQUINONE 
MITOCHONDRION, 43 aa. 

Expect = 0.63, Identities = 9/22 (40%), Positives = 12/22 (54%) 
for aa of Query; 56 to 77, Sbjct: 20 to 41 

prdm:22a36 p36 (1) 2ynJlC_SyNy3 // NADH-PLASTOQUINONE OXIDOREDUCTASE CHAIN 1 (EC 
1.6.5.3). OXIDOREDUCTASE; NAD; PLASTOQUINONE ; TRANSMEMBRANE, 28 aa. 
Expect a 0.83, Identities » 10/19 (52%), Positives = 14/19 (73%) 
for aa of Query: 8 to 26, Sbjct: 9 to 27 

PROSXTE Analysis 

Pattern Name Pattern Position of N0V12 

ASN__GLYC0SYLATI0N PSOOOOl (Interpro) PDOCOOOOl N[*P] [ST] [*P] 58 
PKC_PHOSPHO_SITE PS00005 (Interpro) PDOC00005 [ST] . [RK] 13, 32 

LEUCINE^ZIPPER PS00029 (Interpro) PDOC00029 L. {6}L. {6}L. {6}L 30 

BLOCKS Analysis 

AC# Description Strength Score 



BL00435D Peroxidases proximal heme-ligand proteins. 1230 1101 

BL00604C Synaptophysin / synaptoporin proteins. 1917 103 0 

BL00439D Acyl transferases ChoActase / COT / CPT family 1332 1029 

BL00177C DNA topoisomerase II proteins. 1219 1021 

BL00487H IMP dehydrogenase / GMP reductase proteins. 1405 1016 



PFaxn Analysis 

[no hits above thresholds] 



Patp BLAST results for N0V12 include those listed in Table 12D. 



Table 12D. Patp alignments of NOV12 


Sequences producing High-scoring Segment Pairs: 




Smallest 






Score 


Sum Prob. 


patp:AAG03340 


Human secreted protein, SEQ ID NO: 7421 - H. . . 


63 


0.00028 


patp:AAY2757l 


Human secreted protein encoded by gene No. ... 


92 


0 . 00071 


patp:AAB95648 


Human protein sequence SEQ ID NO:18400 - Ho... 


85 


0.0010 


patp:AAB42720 


Human ORFX ORF2484 polypeptide sequence SEQ... 


81 


0.0023 


patp:AAG00591 


Human secreted protein, SEQ ID NO: 4672 - H. . . 


81 


0.0023 



5 A structure, referred to as the "leucine zipper", has been proposed to explain how some 

eukaryotic gene regulatory proteins work. The leucine zipper consist of a periodic repetition of 
leucine residues at every seventh position over a distance covering eight helical turns. The 
segments containing these periodic arrays of leucine residues seem to exist in an alpha-helical 
conformation. The leucine side chains extending from one alpha-helix interact with those from 
10 a similar alpha heUx of a second polypeptide, facilitating dimerization; the structure formed by 
cooperation of these two regions forms a coiled coil. 
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The leucine zipper pattern is present in many gene regulatory proteins, e.g. the 
CCATT-box and enhancer binding protein (C/EBP), the cAMP response element (ORE) 
binding proteins {e.g. CREB, CRE-BPl, ATFs), the Jun/API family of transcription factors, 
the yeast general control protein GCN4, the fos oncogene and the fos-related proteins fra-1 

5 and fos B, the C-myc, L-myc and N-myc oncogenes, and the octamer-binding transcription 
factor 2 (Oct-2/OTF-2). Thus, leucine zipper-like proteins are involved in cell proliferation, 
migration and differentiation. Leucine zipper-like proteins may thus be implicated in the onset 
and/or maintenance of diseases including cancer, e.g. prostate cancer, diabetes, abnomial 
wound healing, congenital slow-channel myosthenic syndrome, inflammation and/or other 

10 diseases and disorders. The consensus pattern for leucine zipper-like proteins is: L-x(6)-L- 
x(6)-L-x(6)-L. 

The above defined information for this invention suggests that these Leucine Zipper 
Containing Type H membrane protein-like proteins (N0V12) may function as a member of a 
"leucine zipper family". Therefore, the N0V12 nucleic acids and proteins identified here may 
1 5 be useful in potential therapeutic applications implicated in (but not limited to) various 

pathologies and disorders as indicated herein. The potential therapeutic applications for this 
invention include, but are not limited to: cancCT, e.g. prostate cancer, diabetes, abnormal 
wound healing, congenital slow-channel myosthenic syndrome, inflammation and/or other 
diseases and disorders. 

20 The novel nucleic acid encoding a Leucine Zipper Containing Type n membrane like 

protein-like NOV 12 protein includes the nucleic acid whose sequence is provided in Table 
12 A, or a fragment thereof The invention also includes a mutant or variant nucleic acid any of 
whose bases may be changed from the corresponding base shown in Table 12A while still 
encoding a protein tiiat maintains its Leucine Zipper Containing Type H membrane like 

25 protein-like activities and physiological functions, or a fragment of such a nucleic acid. The 
invention fiirther includes nucleic acids whose sequences are complementary to the Leucine 
Zipper Containing Type H membrane like protein-like N0V12 nucleic acid sequence, 
including nucleic acid fragments that are complementary to any of the nucleic acids just 
described. The invention additionally includes nucleic acids or nucleic acid fragments, or 

30 complements thereto, whose struchires include chemical modifications. In the mutant or 

variant N0V12 nucleic acids, and their complements, up to about 34% of the bases may be so 
changed. 

The novel protein of tiie invention includes die Leucine Zipper Containing Type H 
membrane like protem-like N0V12 protein whose sequence is provided in Table 12B. The 

96 



8NSCX3CID <WO 0216599A2_«,> 



wo 02/16599 PCT/USOl/26510 

invention also includes a mutant or variant protein any of whose residues may be changed 
from the corresponding N0V12 residue while still encoding a protein that maintains its 
Leucine Zipper Containing Type n membrane like protein-hke activities and physiological 
functions, or a functional fragment thereof. In the mutant or variant protein, up to about 37% 
of the NOV 12 amino acid residues may be so changed. 

The NOV 12 nucleic acids and proteins of the invention are useful in potential 
therapeutic applications implicated in cancer, e.g. prostate cancer, diabetes, abnormal wound 
healing, congenital slow-channel myosthenic syndrome, inflammation and/or other 
pathologies and disorders. For example, a cDNA encoding the leucine zipper-like NOV 12 
protein may be useful in detecting prostate cancer, and the leucine zipper-like protein may be 
useful when administered to a subject in need thereof By way of nonlimiting example, the 
compositions of the present invention will have efficacy for treatment of patients suffering 
from prostate cancer or congenital slow-channel myosthenic syndrome. The NOV 12 nucleic 
acid encoding leucine zipper-like protein, and the leucine zipper-like protein of the invention, 
or fragments thereof, may further be useful in diagnostic applications, wherein the presence or 
amount of the nucleic acid or the protein are to be assessed. Additional disease indications 
and tissue expression for NOV 1 2 is presented in Example 2. 

NOV 12 nucleic acids and polypeptides are further useful in the generation of 
antibodies that bind immuno-specifically to the novel NOV 12 substances for use in 
therapeutic or diagnostic methods. These antibodies may be generated according to methods 
known in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
NOVX Antibodies" section below. For example the disclosed NOV 12 proteins have multiple 
hydrophilic regions, each of which can be used as an immunogen. In one embodiment, a 
contemplated NOV 12 epitope is from about amino acids 20 to 40. Li additional embodiments, 
NOV 12 epitopes are from about amino acids 20 to 25 and from about amino acids 30 to 40. 
This novel protein also has value in development of powerful assay systems for functional 
analysis of various human disorders, which will help in understanding of pathology of the 
disease and development of new drug targets for various disorders. 

NOV13 

A disclosed NOV 13 nucleic acid of 1183 nucleotides (also referred to as 87919652) 
encoding a novel tyrosine kinase-like protein is shown in Table 13 A. An open reading frame 
was identified beginning with an ATG initiation codon at nucleotides 398-400 and ending with 
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a TAG codon at nucleotides 1181-1183. A putative untranslated region upstream from the 
initiation codon is underlined in Table 13A, and the start and stop codons are in bold letters. 



Table 13A. NOV13 nucleotide sequence (SEQ ID NO:74). 



CTG CAGACAGATGCTGAGCTACCCAAACCA ACACCTAGCCTCTC C CTGAAGATCCTCCC^^^ 
SGTCTGCCCAGCAGAAGAAAATCTCTGCCAAGCCCflA G 

SSSSgJSSaSgccgtggccctgggcagtttcccggcaggtggccc^^ 
?cmgS??S?tcacS?cgtctctgaggatggagactm 

ImScScGT^GCAAAGTCTCCCATGGGTGGCTGTATGAO^ 

SSScSSSaSctggaggggccttcctcatccgggagagccagaccaggagaggctctt^^^^ 

SSSJSSctgStcctgggaccggatcagacactacaggatcc^^ 
cSJSSSotStcactccaggccctggtggaccattactctgagctggcggatg^^^ 

ggagccctotgtSSgLggctggcccgctccctggc^^^ 

?S?SS^SSg?tSctcctgttttctgaagctgccacaggggaggagtctcttc^^^ 
cgggagtccctcagcttctacatcagcctgaatgacgaggctgtctctttggatgatgcctag 



were 
means 



The NOV13 nucleic acid was identified on chromosome 20 by comparing it to the 
human genome database. Exons were predicted by homology and the intron/exon boundaries 
determined using standard genetic rules. Exons were further selected and refined by 
of similarity determination using multiple BLAST (for example, tBlastN. BlastX, and 
BlastN) searches, and, in some instances, GeneScan and Grail. Expressed sequences from both 
public and proprietary databases were also added when available to further define and 
complete the gene sequence. The DNA sequence was then manually corrected for apparent 
inconsistencies thereby obtaining the sequences encoding the fiiU-length protein. 

A disclosed N0V13 polypeptide (SEQ ID NO:75) encoded by SEQ ED NO:74 has 261 
amino acid residues and is presented in Table 13B using the one-letter amino acid code. 
SignalP. Psort and/or Hydropathy results predict tiiat N0V13 does not have a known signal 
peptide and is likely to be localized in the mitochondrial matrix space with a certainty of 
0.4737. hi an alternative embodiment, N0V13 is likely to be locaUzed in the cytoplasm with a 
certainty of 0.4500. 



Table 13B. Encoded NOV13 protein sequence (SEQ ID NO:75). 



S^?^SSi^ICCIXlCEKWWIil»PLPGKIJIPLl.VTVOM>IJmKELI.SSU.FSEA»TO^^^ 
SliSPVISLNDEAVSLDDA 
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Table 13C. NOV13 reverse complement (SEQ ID NO:76). 

CTAGGCATCATCCAAAGAGACAGCCTCGTCATTCAGGCTGATGTAGAAGCTGAGGGACTCCCGGAGACCCTCACTGAGAA 

GAGACTCCTCCCCTGTGGCAGCTTCAGAAAACAGGAGGGAGCTGTCCAGCTCTTTCCAGTTGAGTGGTGTCCTCTGCA^ 

GTCACAGGTAGGGGTATATCCTTGC»GGGAGCGGGCCAGCCCTCTGCAGGACACAGGGCTCCTTGAGTAGG^^ 

GTCATCCGCCAGCTCAGAGTAATGGTCCACCAGGGCCTGGAGTGAGGGGAAGGTGAGGCGCGGTGAG 

CATTGTCAAGG«GTGGATCCTGTAGTGTCTGATCCGGTCCCAGGATGCAGGGCGGCTGAGGCG^ 

GAGCCTCTCCTGGTCTGGCTCTCCCGGATGAGGAAGGCCCCTCCAGGGTTCCCAGGTAACAAC^^ 

CTCCCTGCTCAGGCCCTCATACAGCCACCCATGGGAGACTTTGCCCACGTGGACGCTGGGGATGT^^ 

AGACTTCAGACAGCACCGTCCACCAGTCTCCATCCTCAGAGACGATGGTCAATGGCTCCCCGAGTCTCAGOS^ 

GCCGGGCCACCTGCCGGGAAACTGCCCAGGGCCACGGCTGTGGCCTTGCTTCTCTCTGCTTCCATGGTCACAGGTCCCTG 

GCCTTGGACAGAGGAACTCAAGCTTGGGCTTGGCAGAGATTTTCTTCTGCrGGGCAGACTTCCCATTGTTCCTC^^ 

GCACTCAGAAGCACATCATCGAGGGAAATTGGTTTGTCATCAAAGGCTTGGGAAGACAGCTCTGCTGAGACG^^ 

GGCTGGACAGGTTAGGGCTTTGGGGGCCCTTCTGGAAGTCTGCCAGTGTCCTTGGTCCTAGGACACCCAGAACTCTCTCA 

GCCTGGGAGGATCTTCAGGGAGAGGCTAGGTGTTGGTTTGGGTAGCTCAGCATCTGTCTGCAGTCAGCAGTTTGTACACC 

AGGGATGGATCAGCTGCCCCATGCTCCTTAGGGATTCTGGACTGGGGAACCCTCCCAAGCACAGCCGAGCCAGGGAGGGA 

AGGCCCAGGGCCCTTTGAGCTCTGTCACAGAGACACAGGCGTGGGGTCCTTGGAGCTCTAGCT 



In a search of public sequence databases, the NOV 13 amino acid sequence has 175 of 
5 197 amino acid residues (89%) identical to, and 175 residues (89 %) positive with, the 197 
amino acid residue human protein tyrosine kinase (Accession No. Q9H135). Public amino 
acid databases include the GenBank databases, SwissProt, PDB and PIR. 

It was also found that NOV 13 had homology to the amino acid sequences shown in the 
BLASTP data listed in Table 13D. 

10 



Table 13D. BLAST results for NOV13 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


Q9H6Q3; AK025645; 
BAB15201.1 


CDNA: FIiJ21992 FIS, 
CLONE HEP06554. homo 
sapiens. 6/2001 


261 


260/261 
(100%) 


260/261, 
(100%) 


le-149 


Q9H135; AL050318; 
CAB75365.1 


DJ977B1.1 (NOVEL 
PROTEIN TYROSINE 
KINASE WITH SRC 
HOMOLOGY DOMAIN 
2D0MAINS ) ( FRAGMENT) . 
homo sapiens. 6/2001 


197 


196/197 
(99%) 


196/197, 
(99%) 


le-113 


Q9D1Z9; AK020837; 
BAB32223.1 


A930009E21RIK 
PROTEIN, mus 
musculus. 6/2001 


179 


148/181 
(82%) 


159/181, 
(68%) 


. 

8e-79 


Q60898; U29056; 
AAA82756.X 


SRC -LIKE ADAPTER 
PROTEIN, mus 
musculus. 6/2001 


281 


106/253 
(42%) 


148/253, 
(58%) 


2e-47 


Q13239; U30473; 

AAC50357.1; 

AAC27662.1; 

BAA13758.1 


PUTATIVE SRC -LIKE 
ADAPTER PROTEIN 
(SLAP), homo sapiens. 
6/2001 


276 


96/219 
(44%) 


135/219, 
(62%) 


le-46 



The homology of these sequences Usted m Table 13D is shown graphically in the 
ClustalW analysis shown in Table 13E. 
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Table 13E Information for the ClustalW proteins 

X) N0V13 (SEQ ID NO; 75) 

2) Q9H6Q3 (SEQ ID NO: 77) 

3) Q9H135 (SEQ ID N0:78) 

4) Q9D1Z9 (SEQ ID N0:79) 

5) Q60898 (SEQ ID N0:80) 

6) Q13239 (SEQ ID NO: 81) 



N0V13 1 MGSLPSRRKSLPSPSLSSSVQGQGPVTMEAERSKATAVALGSFPAGGPAELSLRLGEPLT 60 

Q9H6Q3 1 MGSLPSRRKSLPSPSLSSSVQGQGPVTMEAERSKATAVALGSFPAGGPAELSIiRLGEPLT 60 

Q9H135 1 " ^ 

Q9D1Z9 1 ^ 

Q60898 1 MG---NSMKSTSPPS ERPLSSSEGLESDFLAVLTDYPSPDISPPIFRRGEKLR 50 

Q13239 1 MG---NSMKSTPAPA ERPLPNPEGLiDSDFIAVLSDYPSPDISPPIFRRGEKIiR SO 



N0V13 181 gDiraLllKEravtfflRAGPLPGKDia LggVORTPL^gELDSSLLFSgA-g^^ 232 

Q9H6Q3 181 SDlffll^KEfflvL|RAGPLPGKDlB LBfflk/QRTPLtJjS 232 

Q9H135 117 fflDjfflLgKEfflviLfflRAGPLPGJ©^ L^HvQRTP;LN|[5e|PSSLLFS|^^ 168 

Q9D1Z9 100 fflGlfflp™REffl\/l^KLGPLPd^ P^VPfsSI»gKliDRSLLFL|^ 152 

Q60898 165 fflGL^BTTfflliAfflNIPAPTSHPSgCT 223 

Q13239 165 BGLffivaTT3gL;iSsTAAPAVRAS Ss3ffll»RQKlS^ippR|Vj^^ 218 

N0V13 232 --Eg^LgE^^gLSFHlgN-DEAVgL^A - 261 

Q9H6Q3 232 --E^|lJE^^HLSFHl^-PEAv|LfcA 261 

Q9H135 168 --E^HLBE^^fflLSFWlSjN-pEAVgL^A - 197 

Q9D1Z9 152 --E^MlBe^^^LSsHi^A-EDP--lBdA - " 179 

Q60898 224 RVDj^FBYmSlAsBlfflTGDDSSSFBRKKKSLSLMYTGSKRK^^ 281 

Q13239 219 GVpBlSlFBY flSli'BB lAsBl^^ 276 



Table 13F lists the domain description from DOMAIN analysis results against N0V13. 
This indicates that the NOV 13 sequence has properties similar to those of other proteins 
known to contain this domain. 
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Table 13F. Domain Analysis of NOV13 




PFAM Analysis 








Model 


Description 


Score 


B- 


value 


SH2 (InterPro) Src homology domain 2 


110 . 5 


4 . 


6e-37 


SH3 (InterPro) SH3 domain 


^0 . J 


0. 


00012 


PRODOM Analysis 




High 


Smallest Sum 


Sequences producing High- scoring Segment Pairs: 




Score 


Probability 


prdm:64 


p36 (157) SRC(IO) KSYK{8) YES{7) // 


DOMAIN KI . . . 


.214 


2.4e-18 


prdm:46 


p36 (181) SRC(IO) YES (7) GRB2(6) // 


DOMAIN SH. . . 


77 


0.0038 


PROSITB Analysis 








Pattern Name 


Pattern 


Number in N0V13 


CAMP_PHOSPHO_SITE PS00004 (Interpro) PDOC00004 


[RK] {2} . [ST] 


2 


PKC_PHOSPHO_SITE PS00005 (Interpro) PDOC00005 


[ST] . [RK] 




6 


CK2_PH0SPH0_SITE PS00006 (Interpro) PDOC00006 


[ST] . {2} [DE 


4 


BLOCKS Analysis 








AC# 


Description 


Strength 


Score 


BL00512B 


Alpha-galactosidase proteins. 


1411 


1054 




BL00439A 


Acyltransf erases ChoActase/COT/ CPT 1390 


1031 




BL00543A 


HlyD family secretion proteins. 


1402 


1029 




BL00535B 


Respiratory chain NADH dehydrogenase 1555 


1025 




BL00564G 


Argininosuccinate synthase proteins. 144 0 


1023 




BL01276C 


Peptidase family U32 proteins. 


1425 


1023 




BL00481F 


Thiol -activated cytolysins proteins. 1675 


102.2 




BL00117A 


Galactose-l-phosph. uridyl transferase 1843 


1020 





Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Patp results 
include those listed in Table 13G. 



Table 13G. Patp alignments of NOV13 


Sequences producing High-scoring Segment Pairs: 




Smallest 




High 


Sum Prob. 




Score 


P(N) 


patp:AAB42993 Human ORFX ORP2757 polypeptide sequence SEQ. . . 
patp:AAY49420 PKA substrate, Src-family protein - Homo sa... 
patp:AAB37700 Human lymphocyte kinase - Homo sapiens, 508... 
patp:AAy29668 Human src-family kinase laloo protein - Horn... 
patp:AAY24421 Human yesl protein - Homo sapiens, 543 aa. 


1269 
342 
334 

300 
300 


3.0e-129 
6.9e-31 
5.9e-30 
3.8e-26 
5.Be-26 



Receptor tyrosine kinases (RTKs) and their associated signaling pathways are critical 
to proper cell function, and perturbations in these pathways contribute to the onset and 
progression of diseases, e.g. cancer. Given the strong evidence that links signaling by certain 
families of RTKs to the progression of breast cancer, it is not surprising that the expression 
profile of key downstream signaling intermediates in this disease has also come under 
scrutiny, particularly because some exhibit transforming potential or amplify mitogenic 
signaling pathways when they are overexpressed. Reflecting the diverse cellular processes 
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regulated by RTKs, it is now clear that altered expression of such signaUng proteins in breast 
cancer may influence not only cellular proliferation (e.g, Grb2) but also the invasive properties 
of the cancer cells {e.g. EMSl/cortactin). 

SH2 domains are discrete structural motifs common to a variety of critical intracellular 

5 signaling proteins. Inhibitors of specific SH2 domains have become important therapeutic 
targets in the treatment and/or prevention of restenosis, cancers (including small cell lung), 
cardiovascular disease, osteoporosis, apoptosis among others. Considering the social and 
economic impact of these diseases significant attention has been focused on the development 
of potent and selective inhibitors of specific SH2 domains. In particular, considerable research 

1 0 has been performed on Src, PI 3-kinase, Grb2 and Lck. 

Receptor tyrosine kinases are also important in diabetes. Diabetes mellitus is 
commonly considered as a disease of a scant beta-cell mass that fails to respond adequately to 
the functional demand. Tyrosine kinases may play a role for beta-cell replication, 
dilterentiation (neotormanon) ana survival, xransieciion oi oeia-cciis \Viin ursA v;unairucis 

15 coding for tyrosine kinase receptors yields a ligand-dependent increase of DNA synthesis in 
beta-cells. Several tyrosine kinase receptors, such as the VEGFR-2 (vascular endothelial 
growth factor receptor 2) and c-Kit, are present in pancreatic duct cells. Because ducts are 
thought to harbor beta-cell precursor cells, these receptors may play a role for the 
neoformation of beta-cells. The Src-like tyrosine kinase mouse Gtk (previously named 

20 Bsk/Iyk) is expressed in islet cells, inhibits cell proliferation. Furthemiore, Gtk confers 

decreased viability in response to cytokine exposure. Shb is a Src homology 2 domain adaptor 
protein which participates in tyrosine kinase signaling. Transgenic mice overexpressing Shb in 
beta-cells exhibit an increase in the neonatal beta-cell mass, an improved glucose homeostasis, 
but also decreased survival in response to cytokines and streptozotocin. Thus, tyrosine kinase 

25 signaling may generate multiple responses in beta-cells, involving proliferation, survival and 
differentiation. 

The disclosed NOV 13 nucleic acid encoding a receptor tyrosine kinase-like protein 
includes the nucleic acid whose sequence is provided in Table 13 A, or a firagment thereof. 
The invention also includes a mutant or variant nucleic acid any of whose bases may be 
30 changed from the corresponding base shown in Table 13A while still encoding a proteui that 
maintains its receptor tyrosine kinase-like activities and physiological fimctions, or a fragment 
of such a nucleic acid. The invention further includes nucleic acids whose sequences are 
complementary to those just described, including nucleic acid fragments that are 
complementary to any of the nucleic acids just described. The invention additionally includes 
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nucleic acids or nucleic acid fragments, or complements thereto, whose structures include 
chemical modifications. Such modifications include, by way of nonlimiting example, 
modified bases, and nucleic acids whose sugar phosphate backbones are modified or 
derivatized. These modifications are carried out at least in part to enhance the chemical 
5 stability of the modified nucleic acid, such that they may be used, for example, as antisense 
binding nucleic acids in therapeutic applications in a subject 

The disclosed NOV 13 protein of the invention includes the receptor tyrosine kinase- 
like protein whose sequence is provided in Table 13B. The invention also uicludes a mutant 
or variant protein any of whose residues may be changed from the corresponding residue 
10 shown in Table 13B while still encoding a protein that maintains its receptor tyrosine kinase - 
like activities and physiological fimctions, or a functional fragment thereof. 

The invention further encompasses antibodies and antibody fragments, such as Fab or 
(Fab)2, that bind immunospecifically to any of the proteins pf the invention. 

The above defined information for this invention suggests that this receptor tyrosine 
1 5 kinase -like protein (NOVl 3) may fimction as a member of a "receptor tyrosine kinase 

family". Therefore, the NOV 13 nucleic acids and protems identified here may be useful in 
potential therapeutic applications impUcated in (but not limited to) various pathologies and 
disorders as indicated below. The potential therapeutic applications for this invention include, 
but are not limited to: cancer and diabetes research tools, for all tissues and cell types 
20 composing (but not limited to) those defined here, e,g. normal and cancerous tissue and 
pancreatic tissue. 

Based on the tissues in which N0V13 is most highly expressed; including spleen and 
pituitary; specific uses include developing products for the diagnosis or treatment of a variety 
of diseases and disorders. 

25 The NOV 1 3 nucleic acids and proteins of the invention are useful in potential 

therapeutic applications implicated in cancer including but not lindted to breast cancer and* 
diabetes and/or other pathologies and disorders. For example, a cDNA encoding the receptor 
tyrosine kinase -like protein (NOV 13) may be useful in cancer therapy, and the receptor 
tyrosine kinase-like protein (NOVl 3) may be useful when administered to a subject in need 

30 thereof By way of nonlimiting example, the compositions of the present invention will have 
efficacy for treatment of patients suffering from cancer including but not limited to breast 
cancer; The NOVl 3 nucleic acid encoding receptor tyrosine kinase-like protein, and the 
receptor tyrosine kinase-like protein of the invention, or fragments thereof, may further be 
useful in diagnostic applications, wherein the presence or amount of the nucleic acid or the 
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protein are to be assessed. Additional disease indications and tissue expression for NOV 13 is 

presented in Example 2. 

NOV 13 nucleic acids and polypeptides are fixrther useful in the generation of 
antibodies that bind immuno-specifically to the novel NOV 13 substances for use in 

5 therapeutic or diagnostic methods. These antibodies may be generated according to methods 
loiown in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
NOVX Antibodies" section below. The disclosed NOV 13 protein has multiple hydrophilic 
regions, each of which can be used as an immunogen. In one embodiment, a contemplated 
NOV 13 epitope is from about amino acids I to 10. In another embodiment, a NOV 13 epitope 

10 is from about amino acids 25 to 40. In additional embodiments, N0V13 epitopes are from 
about amino acids 100 to 110, from about amino acids 120 to 130 and from about amino acids 
250 to 255. These novel proteins can be used in assay systems for fimctional analysis of 
various human disorders, which will help in understanding of pathology of the disease and 
development of new drug targets for various disorders. 



15 NOV14 

A disclosed N0V14 nucleic acid of 5193 nucleotides (also referred to as 87919652) 
encoding a novel multidrug resistance-associated transporter-like protein is shown in Table 
14 A. An open reading frame was identified beginning with an ATG initiation codon at 
nucleotides 71-73 and ending with a TGA codon at nucleotides 4652-4654. A putative 
20 untranslated region upstream from the initiation codon and downstream from the termination 
codon is underlined in Table 14A, and the start and stop codons are in bold letters. 



Table lA. NOV14 nucleotide sequence (SEQ ID NO:82). 



CTCCGGCGCCCGCTCTGCCCGCCGCTGGGTCCGACCGCGCTCGCCTTCCTTGCAGCCGCGCCTCGGCCCCA TGGACGCCC 
TGTGCGGTTCCGGGGAGCTCGGCTCCAAGTTCTGGGACTCCAACCTGTCTGTGCACACAGAAAACCCGGACCTCGCTCCC 
TGCTTCCAGAACTCCCTGCTGGCCTGGGTGCCCTGCATCTACCTGTGGGTCGCCCTGCCCTGCTACTTGCTCTACCTGCG 
GCACCATTGTCGTGGCTACATCATCCTCTCCCACCTGTCCAAGCTCAAGATGGTCCTGGGTGTCCTGCTGTGGTGCGTCT 
CCTGGGCGGACCTTTTTTACTCCTTCCATGGCCTGGTCCATGGCCGGGCCCCTGCCCCTGTTTTCTTTGTCACCCCCTTG 
GTGGTGGGGGTCACCATGCTGCTGGCCACCCTGCTGATACAGTATGAGCGGCTGCAGGGCGTACAGTCTTCGGGGGTCCT 
CATTATCTTCTGGTTCCTGTGTGTGGTCTGCGCCATCGTCCCATTCCGCTCCAAGATCCTTTTAGCCAAGGCAGAGGGTG 
AGATCTCAGACCCCTTCCGCTTCACCACCTTCTACATCCACTTTGCCCTGGTACTCTCTGCCCTCATCTTGGCCTGCTTC 
AGGGAGAAACCTCCATTTTTCTCCGCAAAGAATGTCGACCCTAACCCCTACCCTGAGACCAGCGCTGGCTTTCTCTCCCG 
CCTGTTTTTCTGGTGGTTCACAAAGATGGCCATCTATGGCTACCGGCATCCCCTGGAGGAGAAGGACCTCrGGTCCCT^ 
AGGAAGAGGACAGATCCCAGATGGTGGTGCAGCAGCTGCTGGAGGCATGGAGGAAGCAGGAAAAGCAGACGGCACGACAC 
AAGGCTTCAGCAGCACCTGGGAAAAATGCCTCCGGCGAGGACGAGGTGCTGCTGGGTGCCCGGCCCAGGCCCCGGAAGCC 
CTCCTTCCTGAAGGCCCTGCTGGCCACCTTCGGCTCCAGCTTCCTCATCAGTGCCTGCTTCAAGCTTATCCAGGACCTGC 
TCTCCTTCATCAATCCACAGCTGCTCAGCATCCTGATCAGGTTTATCTCCAACCCCATGGCCCCCTCCTGGTGGGGCTTC 
CTGGTGGCTGGGCTGATGTTCCTGTGCTCCATGATGCAGTCGCTGATCTTACAACACTATTACCACTACATCTTTGTGAC 
TGGGGTGAAGTTTCGTACTGGGATCATGGGTGTCATCTACAGGAAGGCTCTGGTTATCACCAACTCAGTCAAACGTGCGT 
CCACTGTGGGGGAAATTGTCAACCTCATGTCAGTGGATGCCCAGCGCTTCATGGACCTTGCCCCCTTCCTCAATCTGCTG 
TGGTCAGCACCCCTGCAGATCATCCTGGCGATCTACTTCCTCTGGCAGAACCTAGGTCCCTCTGTCCTGGCTGGAGTCGC 
TTTCATGGTCTTGCTGATTCCACTCAACGGAGCTGTGGCCGTGAAGATGCGCGCCTTCCAGGTAAAGCAAATGAAATTGA 
AGGACTCGCGCATCAAGCTGATGAGTGAGATCCTGAACGGCATCAAGGTGCTGAAGCTGTACGCCTGGGAGCCCAGCTTC 
_CTgMGCAGGTGGAGGGCATCAGGCAGGGTGAGCTCCAGCTGCTOCGCACGGCGGCCTACCTCm 
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cacctggatgtgcagccccttcctggtgaccctgatcaccctctgggtgtacgtgtacgtggacccaaacaatgtgct^ 
acgccgagaaggcctttgtgtctgtgtccttgtttaatatcttaagacttcccctcaacatgctgccccagttaatcagc 

AACCTGACTCAGGCCAGTATGTCTCTGAAACGGATCCAGCy^TTCCTGAGCCAAGAGGAACTTGACCCCCAGAGTGTGGA 

aagaaagaccatctccccaggctatgccatcaccatacacagtggcaccttcacctgggcccaggacctgccccccactc 

tgo^cagcctagacatccaggtcccgaaaggggcactggtggccgtggtggggcctgtgggctgtgggaagtcctcccto 

gtgtctgccctgctgggagagatggagaagctagaaggcaaagtgcacatgaagggctccgtggcctatgtgccccagc^ 

ggcatggatccagaactgcactcttcaggaaaacgtgcttttcggovaagccctgaacccc^ 

tggaggcctgtgccttgctagctgacctggagatgctgcctggtggggatcagacagagattm^ 

ctgtctgggggccagcggcagcgggtcagtctggctcgagctgtttacagtgatgccgatattw^ 

actgtccgcggtggactctcatgtggccauvgcaa^tctttgaccacgtcatcgggcca^ 

cgcgagtgctggtgacgcacggcattagcttcctgccccagacagacttcatcattgtgctagctgat® 

gagatgggcccgtacccagccctgctgcagcgcaacggctcctttgccaactttctctgo^actatgcccc^ 

ccaagggcacctggaggacagctggaccgcgttggaaggtgcagaggataaggaggcactgctgattg 

GCAACCACACGGATCTGACAGACAATGATCCAGTCACCTATGTGGTCCAGAAGCAGTTTATGAGACAGCTGAGTGCCCTG 

TCCTCAGATGGGGAGGGACAGGGTCGGCCTGTACCCCGGAGGCACCTGGGTCCATCAGAGAAGGTGCAGGTGACAGAGGC 

GAAGGCAGATGGGGCACTGACCCAGGAGGAGAAAGCAGCCATTGGCACTGTGGAGCTCAGTGTGTTCTGGGATTATGCCA 

AGGCCGTGGGGCTCTGTACCACGCTGGCCATCTGTCTCCTGTATGTGGGTCAAAGTGCGGCTGCCATTGGAGCCAATGTG 

TGGCTCAGTGCCTGGACAAATGATGCCATGGCAGACAGTAGACAGAACAACACTTCCCTGAGGCTGGGCGTCTATGCTGC 

TTTAGGAATTCTGCAAGGGTTCTTGGTGATGCTGGCAGCCATGGCCATGGCAGCGGGTGGCATC 

TGCACCAGGCACTGCTGCACAACAAGATACGCTCGCCACAGTCCTTCTTTGACACCACAC^^ 

TGCTTCTCCAAGGACATCTATGTCGTTGATGAGGTTCTGGCCCCTGTCATCCTCATGCTGCTCAATTCCT^ 

CATCTCCACTCTTGTGGTCATCATGGCCAGCACXSCCGCTCrrTCACTGTGGTCATCCrGCCCCTGGCTO 

TAGTGCAGCGCTTCTATGO^GCCACATCACGGaVACTGAAGCGGCTGGAATCAGTCAGCCGCTC^^ 

TTTTCGGAGACAGTGACTGGTGCCAGTGTCATCCGGGCCTACAACCGCAGCaSGGATTTTGAGATCATC^ 

GGTGGATGCCAATCAGAGAAGCTGCTACCCCTACATCATCTCC7\ACCGGTGGCTGAGCATCGGAGTGGAGTTCGTGGGGA 

ACTGCGTGGTGCTCTTTGCTGCACTATTTGCCGTCATCGGGAGGAGCAGCCTGAACCCGGGGCTGGTGGGCCTTTCTGTG 

TCCTACTCCTTGCAGGTGACATTTGCTCTGAACTGGATGATACGAATGATGCCAGATTTGGAATCTAACATCGTGGCTGT 

GGAGAGGGTCAAGGAGTACTCCAAGACAGAGACAGAGGCGCCCTGGGTGGTGGAAGGCAGCCGCCCTCCCGAAGGTTGGC 

CCCCACGTGGGGAGGTGGAGTTCCGGAATTATTCTGTGCGCTACCGGCCGGGCCTAGACCTGGTGCTGAGAGACCTGAGT 

CTGCATGTGCACGGTGGCGAGAAGGTGGGGATCGTGGGCCGCACTGGGGCTGGCAAGTCTTCCATGACCCTTTGCCTGTT 

CCGCATCCTGGAGGCGGCAAAGGGTGAAATCCGCATTGATGGCCTCAATGTGGCAGACATCGGCCTCCATGACCTGCGCT 

CTCAGCTGACCATCATCCCGCAGGACCCCATCCTGTTCTCGGGGACCCroCGa^TGAACCTGGACCCCT 

TCAGAGGAGGACATTTGGTGGGCTTTGGAGCTGTCCCACCTGCACACGTTTGTGAGCTCCCAGCCGGCA^ 

CCAGTGCTCAGAGGGCGGGGAGAATCTCAGCGTGGGCCAGAGGCAGCTOSTGTGCCTGGCCCGAGC^ 

GCCGCATCCTGGTTTTAGACGAGGCCACAGCTGCCATCGACCTGGAGACTGAa^ACCTCATCCAGGCTACC^^ 

CAGTTTGATACCTGCACTGTCCTGACCATCGCACACCGGCTTAACACTATCATGGACTACACCAGGGTCCTGGTCCT 

CAAAGGAGTAGTAGCTGAATTTGATTCTCCAGCCAACCTCATTGCAGCTAGAGGCATCTTCTACGGGATGGCCAGAGATG 

CTGGACTTGCCTA AAATATATTCCTGAGATTTCCTCCTGGCCTTTCCTGGTTTTCATCAGGAAGGAAATGACACCAAATA 

TGTCCGCAGAATGGACTTGATAGCAAACACTGGGGGCACCTTAAGATTTTGCACCTGTAAAGTGCCTTACAGGGTAACTG - 

TGCTGAATGCTTTAGATGAGGAAATGATCCCCAAGTGGTGAATGACACGCCTAAGGTCACAGCTAGTTTGAGCCAGTTAG 

ACTAGTCCCCGGTCTCCCGATTCCCAACTGAGTGTTATTTGCACACTGCACTGTTTTCAAATAACGATTTTATGAAATGA 

CCTCTGTCCTCCCTCTGATTTTTCATATTTTCTAAAGTTTCGTTTCTGTTTTTTAATAAAAAGCTTTTTCCTCCTGGAAC 

AGAAGACAGCTGCTGGGTCAGGCCACCCCTAGGAACTCAGTCCTGTACTCTQGGGTGCTGCCTGAATCCATTAAAAATGG 

GAGTACTGATGAAATAAAACTACATGG7CAACAGTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA 



The NOV14 nucleic acid was identified on chromosome 17 by comparing it to the 
human genome sequence. Exons were predicted by homology and the intron/exon boundaries 
were determined using standard genetic rules. Exons were further selected and refined by 
5 means of similarity determination using multiple BLAST (for example, tBlastN, BlastX, and 
BlastN) searches, and, in some instances, GeneScan and Grail. Expressed sequences from both 
public and proprietary databases were also added when available to further define and 
complete the gene sequence. The DNA sequence was then manually corrected for apparent i 
inconsistencies thereby obtaining the sequences encoding the full-length protein. The N0V14 
10 nucleic acid was further mapped to the 17q21 locus. This locus is associated with breast 
cancer (OMIM 176705, 113705), glycogen storage disease (OMIM 232200), essential 
hypertension (OMIM 171 190) and/or other diseases/disorders. 
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In a search of public sequence databases, the N0V14 nucleic acid sequence has 5151 
of 5 1 55 bases (99%) identical to a human ATP-binding cassette, sub-family C (Accession No. 
XM_038002). Public nucleotide databases include aU GenBank databases and the GeneSeq 
patent database. 

A disclosed NOV 14 polypeptide (SEQ ID NO:83) encoded by SEQ ID NO:82 has 
1527 amino acid residues and is presented in Table 14B using the one-letter amino acid code. 
SignalP. Psort and/or Hydropathy results predict that N0V14 has a signal peptide and is likely 
to be localized to the plasma membrane with a certainty of 0.8000. The most likely cleavage 
site for a N0V14 peptide is between amino acids 53 and 54 of SEQ ID N0.28, i.e. at CYL- 
LY. 



15 



Table 14B. Encoded NOV14 protein sequence (SEQ ID NO:83). 



, ^^gr-ET. oevCT,TnQMT.s\mTE2!PDLTPrF0NSLIAWPCIYLWALPCYLLYLRHHCRGYI ILSHLSKLKMV^ 
W^^L^SFHGLVHGRAPAPW ^ FWFLCWCAIVPFRS KI LUUCAE 

SS™lleaSekqtarhkasaapgknasgedevlw3^^ 

VGEIVNLMSVDAQRFMDIAPFLNLLWSAPLQIIIAIYFLWQNL^PSVIAGVAFMVLLIPLNGAVAV^^ 
RIKUISEILNGIKVLKLYAWEPSFLKQVEGIRQGELQLLRTAAYL^rrTTFTWMCSPPL^L 

AFVSVSLFNILRLPLNMLPQLISNLTQASVSLKRIQQFLSQEEUJPQSVERKTISPGYAITIHSGTFTWAQDLPPTLHSL^ 

SSavtcpvgcgksslvsalix3Emeklegkv™kgsvayvpm^^ 

JSlSggdqteiSinlsggqrqrvsijvraw 
S^SSSSqvs^gpypallqrngsfanflcnyapdedcxshledswt^^ 

SpvtSvqSfSsLssdgegqgrpvprrhlgpsekvqvteakadgaltqee^^ 

MCLLYTOoSlGANWLSAWTNDAMADSRQNirrSLR]^^ 

SSSS^SSsSiyvtoeviapvilmli^sffnaistl^ 

SS?SspiYSHFSETWGASVIRAYNRSRDFEI ISDTKVDANQRSCYPYI IS>mWL^ 
RYRPGLDLVLRDLSLHVHGGEKVGIVGRTGAGKSSMTLCLFRILEAAKGEIRIIXSLNVADIGUiDLRSQL^^^ 

gtlrmnldpfgsyseediwwalelshlhtfvssqpagldfqcseggenlsvgqrqlvclarallrksrilvldeataaidl 

ETDNLIQATIRTQFDTCTVLTIAHRUITIMDYTRVLVLDKGWAEFDSPAlllIAARGIFYQMAHDAQLA 



In a search of public sequence databases, the N0V14 amino acid sequence has 1527 of 
1527 amino acid residues (100%) identical to, and 1527 residues (100%) positive with, the 
1527 amino acid residue human canicular multispecific organic anion transporter/multidrug 
resistance-associated protein (Accession No. 015438). Public amino acid databases include 
the GenBank databases. SwissProt, PDB and PIR. It was also found that N0V14 had 
homology to the amino acid sequences shown in the BLASTP data Usted in Table 14C. 



Table 14C. BLAST results for NOV14 






Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 
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MRP3_HUMAN; 

015438; 

BAA28146.1; 

CAA76658.1; 

CAA76658.1; 

AAD01430.1; 


CANALICULAR MULTISPECIFIC 
ORGANIC ANION TRANSPORTER 
2 (MULTIDRUGRBSISTANCE- 
ASSOCIATED PROTEIN 3 ) . 
homo sapiens. 5/2000 


1527 


1527/1527 
(100%) 


1527/1527 
(100%) 


0.0 


MRP3__RAT/ 
088563; 
AAC25416.1; 
6AA28955.1 


CANALICULAR MULTISPECIFIC 
ORGANIC ANION TRANSPORTER 
2 (MULTIDRUGRESISTANCE- 
ASSOCIATED PROTEIN 3) 
(MRP -LIKE PROTEIN- 2) (MLP- 
2) . rattus norvegicus. 
5/2000 


1522 


1194/1528 
(78%) 


1334/1528 
(87%) 


0.0 

• 


P33527; 

AAB46616.1; 

AAB83983.1 


MULTIDRUG RESISTANCE- 
ASSOCIATED PROTEIN 1. homo 
sapiens. 5/2000 


1531 


872/1538 
(57%) 


1131/1538 
(74%) 


0.0 


Q9UQ99; 

AF022853; 

AAB83979.1 


MULTIDRUG RESISTANCE 
PROTEIN (FRAGMENT) . homo 
sapiens. 6/2001 


1515 


870/1529 
(57%) 


1128/1529 
(74%) 


0.0 


035379; 

AFO22908; 

AAB80938.1 


MULTIDRUG RESISTANCE 
PROTEIN, mus musculus. 
6/2001 


1528 


859/1540 
(56%) 


1117/1540 
(73%) 


0.0 



The alignment and homology of these sequences is shown graphically in the ClustalW 
analysis in Table 1 4D. 



Table 14D Information for the ClustalW proteins 



1) 

2) 
3) 
4) 
5) 
6) 



N0V14 (SEQ ID NO: 83) 
MRP3_HUMAN (SEQ ID NO: 84) 
MRP3_RAT (SEQ ID NO: 85) 
MRPl^HUMAN (SEQ ID NO: 86) 
Q9UQ99 (SEQ ID NO: 87) 
035379 (SEQ ID NO:88) 



N0V14 1 

MRP3_HUMAN 1 

MRP3_RAT 1 

MRPIHUMAN 1 

Q90Q99 1 

035379 1 

N0V14 60 

MRP3_HUMAN 60 

MRP3_RAT 60 

MRPl^HUMAN 61 

Q9UQ99 45 

035379 61 



NOV14 

MRP3_HUMAN 

MRP3_RAT 

MRPl_HtJMAN 

Q9irQ99 

035379 

N0V14 

MRP3_HDMAN 

MRP3_RAT 

MRP1_HDMAN 

Q9UQ99 

035379 



N0V14 240 



- MDALCGgGBLGSKFggS 

-mdalcgBgelgskfHs 

-MDRLCGgGlELGSKFg 

malrgfcSadgsdpl 



MALRSF( 



ISDP LglB Wl 




C 
C 

RL 
D 
D 
D 



RGYI 
RGYI 
GYI 
RGYIS 
RGYI 
RGYI 



ILSl^l 
VLSCfflSRL 

qmtpBnBti 
qmthSnbtI 





ADLFYSF 
ADLFYSF 
^DLFYSF 
ADLFYSF 
ADLFYSF 
ADLFYSF 



iFLCVVflSlVPFl 
jFLCwffllVPFl 

pi^cyiffliip 

LVADvfflLAI 

LVALV^LAILI 

(LvallKai 




iFfflrgL 

FgpflL 
FITgLLVgl 
[L^glZiLgl 

BsBtllHi 

jLL^Sg^I^I 





LgKA 
LLgKA 

lBla 
tBlk 
tSlki 



GEIS 
GEIS 
GKIL 
pAQV 
jDAQV 
ISgLKXDAHV 



PQFS 

pBfs 

PfflFS 

pHfs 
pBfs 

PBFS 



AKNVfflP 
^UCNvfflpi 

penlBtii 
ETinfflpr 

ETIHSpt 
E 





(ijjjj^KElalg 



lEKQTARHKASAAPGK- 



•N.A5"G|^D|gV 286 [ 
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MRP3_HUMAN 
MRP3_RAT 
MRP INHUMAN 
Q9UQ99 
035379 

N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRPl_iroMAN 

Q9UQ99 

035379 

NO VI 4 

MRP3_HUMAN 

MRP3_RAT 

MRP1_HUMAN 

Q9UQ99 

035379 

N0V14 

MRP3_HDMAN 

MRP3"rAT 

MRP1_HUMAN 

Q9UQ99 

035379 




287 
287 
286 
300 
284 
301 

346 
346 
344 
360 
344 
361 

406 
406 
404 
420 
404 
421 



N0V14 

MRP3_KUMAN 
MRP3_RAT 
MRP INHUMAN 
Q9UQ99 
035379 

N0V14 

MRP3_Ht7MAN 

MRP33rAT 

MRP1_HUMAN 

Q9UQ99 

035379 

N0V14 

MRP3_HaM2W 

MRP3_RAT 

MRPl^HOMAN 

Q9UQ99 

035379 

N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRP1_HUMAN 

Q9VQ99 

035379 

N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRPl^HUMAN 

Q90Q?9 

035379 

N0V14 

MRP3_HaMAN 

MRP3_RAT 

MRP1_HUMAN 

Q90Q99 

035379 



IQEKQTARHKASAAPGK NA^p 

iQQTdAS - GPQTAALEP 

ECAKTRiCQPVKWYSS - KDPAQPKESSKVDANE 
IeCAKTRJ^QPVKWYSS - KDPAQPKESSKVDAKE 

'ecdks'rkqpvrivyappkdpskpkgssqujvne 



EgS 

eBe 
eSe 
eSe 



V 286 

V 285 
A 299 
A 283 
A 300 




KQ|gL 




KDgRI KLMgEXCNGrKVITKITYTmE 
KdBrI KLmBe I LNGI KVLKL YAWE 

ktIriklmSeilngikvlklyawe 



kdSriklmSeilngikvlklyawe 
kdSriklmSeilngikvlklyawe 

KdSrI KLmSe I LNG I KVLKLYAWE 



psHlkq 

PTgLEQi 

laRkd 
laBkd 

iQD 





QASVS; 
QASVS; 

pQsvs: 

pASVS 
QASVS 
QASVS 




LDAj^FVS 

ldaBSafvs 
ldaBjafvs 

ldaMJafvs 
ldaSSafvs 



MS 

vs 

LS 
LA 

la!! 

LA 



LFNIL 
LFNILR 
LFNIL 
LFNIL 
FNILR 

lfnilrBpl^t 



Kll 

T 

r\ 
fI 



585 
585 
583 
599 
583 
600 



lKTISPg---YA||irHS 
KTl':SpH---YAffllHS 
KTISpB- - -RAlHlHi^' 
pyKDgGGTNSl 
PVKDgGGTNS 

siks@eg-ns| 





SIiDIQ 
SLDIQVHI' 
SINIQI 
GITPSiraE 

gitfsiBei 

GiXTFSiraEl 




l3iKGSVAYVPQQAWIQN 
KGSVAYVPQQAWIQN 
KGSVAYVPQQAWIQN 
KGSVAYVPQQAWIQN 
KGS VAYVPQQAW I QN 
KGS VAYVPQQAW I QN 



702 
702 
700 
719 
703 
719 



703 
703 
701 

720 
704 
720 

763 
763 
761 
780 
764 
780 




iQTLE 
QTLE 
IQQALETI 
SVIQg 

rsviq: 

|KA\TV1E! 




RAVYSj 

RAVYS 

RAVYS 

RAVYSj 

RAVYSj 

RAVYS! 




ktrElvth 
ktrSlvth' 
ktrSlvtH' 
ktrHlvth 
ktrBlvth 
ktrqlvth 
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NOV14 823 

MRP3_H0MAM 823 

MRP3_RAT 821 

MRPl HUMAN 840 

Q9UQ99 824 

035379 840 

N0V14 883 

MRP3_HDMAN 883 

MRP3~RAT 877 

MRP1_HUMAN 890 

Q9tIQ99 874 

035379 887 

N0V14 942 

B1RP3_HUMAN 942 

MRP3_RAT 937 

MRPl_HUMaN 946 
Q9UQ99 

035379 942 




.QGHLEDSWTALE( 



KEALLIEDT 882 
•piGHLEDSWTALEG&i'KEALLjrEDT 882 
Q- - - EANEGVI^'h^- EEVLLlj'EDT 876 

|Q^! laD^ENGVTGVSGP 889 

p)Ej- -QDggENGVTGVSGP 873 
IqD LAsBdD---SVSGS 886 



LSNHTDLTONDP^YVVQ 
LSNHTDIiTDNDpJgyWQ 
LSTHTDLTDTEPAIYEVR 
GKEAKQMENGMLjgDSAq 
GKEAKOMENGMLfiHoSAd 



GKESKPVEW 





TVGgHLq 



GEGQGRPA)iPRRgLGP's 
EGQGRPVPRRgLGPSi 
EGEGQNRPjviLKRYiTSS 

YSGDISRHgMST, 

YSGDljs'KHjSjST 

hsgdtsOqSssi 




K-VQVTpAKADG 941 
K-VQVTEAKADG 941 
KEVPATQTkETG 936 
QKAEAKKEETW 945 
ILQKAEAKKEETW 929 
KAG;^'-BETW 941 



N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRPl^HDMAN 

Q9UQ99 

035379 

N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRPl_HU!ttN 

Q9UQ99 

035379 

N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRP1_HDMAN 

Q9UQ99 

035379 

N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRP1_HUMAN 

Q9UQ99 

035379 

N0V14 

MRP3_HUMAN 
MRP3~RAT - 
MRP1_H0MAN 
Q9UQ99 
035379 

NOV14 

MRP3_HUMAN 

MRP3_RAT 

MRPl_HtmAN 

Q9UQ99 

035379 

N0V14 

MRP3_HUMAN 

MRP3_RAT 

MRP1_HUMAN 

Q9UQ99 

035379 



1001 
1001 
996 
1005 
989 
1002 

1061 
1061 
1056 
1065 
1049 
1062 

1121 
1121. 
1116 

1125 p: 

1109 i 
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N0V14 

MRP3_HUMAK 

MRP3_RAT 

MRP1_HUMAN 

Q9UQ99 

035379 

N0V14 

MRP3_H0M^U^ 

MRPB^RAT 

HRPl^KDMAN 

Q9UQ99 

035379 



EGGHNLSVGQRQLVCLARALLR 
EGGENLSVGQRQLVCLARALLR? 
EGGjjNLSVGQRQLVCLARALLRJ 
EGGENLSVGQRQLVCLARALLRJ 
EGGENLSVGQRQLVCLARALLRI 
EGGENLSVGQRQLVCLARALLRI 



YTR^ 
YTR 
YiJiR 

YTR" 
YTR" 
YTR" 



jsRV 

m 
5tk 



llLVLDEATAAM! 
ILVLDEATAAMI 
LVLDEATAAMl 

jilvldeataaB 

ILVLDEAT^^" 



DLETDgLIQgTIRTQ FjjgCTVLTI 
DLETDSLIQgTIRTQFfflcTVLTI 
DLETdBl IqStI RTQ pfflcTVLT I 
DLETDfflLIQSTIRTQFfflcTVLTI 
jDLETDfflLIQBTIRTQFfflcTVLTI 
LETDSLIQaTIRTOFfflcTVLTI 





RGjjFYi 
RGgPY 

FY 
FY 
FY 
FY 




AGL| 
AGL 
AGL 
AGL 
AGL 
lAGL 



1527 
1527 
1522 
1531 
1515 
1528 



1480 
1480 
1475 
1484 
1468 
1461 
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Table 14E lists the domain description from DOMAIN analysis results against 
NOV 14. This indicates that the NOV 14 sequence has properties similar to those of other 
proteins known to contain this domain. 



Table 14E. Domain Analysis of NOV14 



PROSITE 

Pattern Name 

LEtJCINE_ZIPPER PS00029 (Interpro) PDOC0O029 
ABC_TRANSPORTER PS00211 (Interpro) PDOC00185 

PRODOM 



2 positions in N0V14 
2 sites in N0V14 



Sequences producing High-scoring Segment Pairs: 
prdm:8775 p36 (3) MRP2(2) MRPl(l) - MULTIDRUG 
prdm:1070 p36 (21) CFTR(7) SUR(3) MRP2{2) 
prdm:923 p36 (24) CFTR(7) MRP2{4) SUR(3) 
prdm:993 p36 (22) CFTR(7) SUR{3) MRP2(2) 



PROTEIN . 

- TRANSMEMBR. 

- TRANSMEMBR. 

- TRANSMEMBR. 



High 
Score 
384 
305 
244 
214 



Smallest Sum 
Probability 
P(N) 

7.1e-35 

1.9e-26 

5.8e-20 

9.0e-17 



BLOCKS 
AC# 

BL002116 

BL01247C 

BL00577B 

BL00853E 

BL00019E 

BL00256 

BL00545B 

BL00699A 



Description 

ABC transporters family proteins. 
Inosine -uridine preferring nucleoside hydrola 
Avidin / Streptavidin family proteins. 
Beta- eliminating lyases pyridoxal- phosphate a 
Act inin- type actin-binding domain proteins. 
Adipokinetic hormone family proteins. 
Aldose 1-epimerase proteins. 
Nitrogenases component 1 alpha and beta subun 



Strength 

1331 
1351 
1442 
1602 
1179 
1358 
1282 
1357 



Score 

1326 

1084 

1067 

1064 

1060 

1057 

1056 

1056 



Other BLAST results include sequences from the Patp database, which is a proprietary 
database that contains sequences published in patents and patent publications. Patp results 
include those listed in Table IF. 



Table IF. Patp alignments of NOV14 


sequences producing High- scoring Segment Pairs: 




smallest 
Sum 




High 


Prob. 




Score 


P(N) 


patp:AAY43543 A human MPR-related ABC transporter designa... 
patp: AAW33363 Human multidirug resistance-associated prote... 
patp:AAR54928 Multidrug resistance protein - Homo sapiens... 


7845 
7679 
4470 


0.0 
0.0 
0.0 
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patp:AAR93153 Multi-drtig resistance protein - Homo sapien. . . 4470 0.0 

patp:AAW57485 Human multidrug resistance-associated prote... 4470 0.0 



Members of the multidrug resistance-associated transporter-like protein family are 
critical modulators of cell physiology, and perturbations are associated with many 
diseases/disorders. Multidrug resistance (MDR) describes the phenomenon of simultaneous 
resistance to unrelated drugs. The two MDR genes identified in humans to date (the MDR- 
associated protein (MRP) and Pgp genes) are structurally similar and both are members of the 
ATP-binding cassette (ABC) transporter family. Although the physiological role of MRP is 
not yet understood, one Pgp gene (mdrl) plays an important role in the blood-tissue barrier 
and the other (mdr2/3) is involved in phospholipid transport in the liver. A variety of 
compounds (chemosensitizing agents) can interfere with Pgp and MRP function; such agents 
may improve the efficacy of conventional therapy when used in combination with such 
regimens. Determining the roles cellular MDR mechanisms play in patients* response to 
chemotherapy is a major challenge. Using Pgp and MRP as molecular markers to detect MDR 
tumor cells is technically demanding, and soUd tumors in particular contain heterogeneous cell 
populations. Since MDR requires Pgp or MRP gene expression, clinically relevant gene 
expression thresholds need to be estabhshed; sequential samples from individual patients are 
valuable for correlating MDR gene expression with the clinical course of disease. Studies in 
leukemias, myelomas, and some childhood cancers show that Pgp expression correlates with 
poor response to chemotherapy. However, in some cases, inclusion of a reversing or 
chemosensitizing agent such as verapamil or cyclosporin A has improved clinical efiBcacy. 
Such agents may inactivate Pgp in tumor cells or affect Pgp function in normal cells, resulting 
in altered pharmacokinetics. The ABC transporter superfamily in prokaryotes and eukaryotes 
is involved in the transport of substrates ranging from ions to large proteins. Of the 15 or more 
ABC transporter genes characterized in human cells, two (Pgp and MRP) cause MDR. 
Therefore, it would be relevant to determine the number of such genes present in the human 
genome; however, extrapolating from the number of ABC transporter genes in bacteria, the 
human gene probably contains a minimum of 200 ABC transporter superfamily members. 
Thus, tumor cells can potentially use many ABC transporters to mount resistance to known 
and future therapeutic agents. 

Members of the multidrug resistance-associated transporter-like protein family are also 
important in liver disease, ha several liver diseases the bihary transport is disturbed, resulting 
m, for example, jaundice and cholestasis. Many of these symptoms can be attributed to altered 
regulation of hepatic transporters. Organic anion transport, mediated by the canaUcular 
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multispecij5c organic anion transporter (cmoat), has been extensively studied. The regulation 
of intracellular vesicular sorting of CMOAT by protein kinase C and protein kinase A, and the 
regulation of cmoat-mediated transport in endotoxemic liver disease, have been examined. The 
discovery that the multidrug resistance protein (MRP), responsible for multidrug resistance in 
5 cancers, transports similar substrates as cmoat led to the cloning of a MRP homologue from 
rat liver, named mrp2. Mrp2 turned out to be identical to cmoat. At present there is evidence 
that at least two nup's are present in hepatocytes, the original mrp (nupl) on the lateral 
membrane, and nup2 (cmoat) on the canalicular membrane. The expression of mrpl and mrp2 
in hepatocytes appears to be cell-cycle-dependent and regulated in a reciprocal fashion. These 
10 findings show that biliary transport of organic anions and possibly other canalicular transport 
is influenced by the entry of hepatocytes into the cell cycle. 

Further, members of the multidrug resistance-associated transporter-like protein family 
are involved in various leukaemias. Approximately 15-30% of acute myeloid leukaemia 

1 5 complete remission will inevitably relapse and succumb to their disease. The multidrug 
resistant (MDR) phenotype has been suspected as a major mechanism of therapy failure in 
AML; it is one of the best understood mechanisms of resistance to anticancer drugs. The 
classical MDR phenotype is characterized by the reduced ability of cells to accumulate drugs 
as compared to normal cells. The increased drug efflux is due to the activity of a 170 kDa 

20 glycoprotein, the P-glycoprotein (Pgp), a unidirectional drug-efflux pump which is encoded by 
the MDRl gene. While studies of myeloid leukaemia and myeloma have provided the best 
evidence for the potential association between Pgp expression and clinical outcome, the lack 
of standardized methods for MDR detection and perhaps even more importantly, 
inconsistencies in the interpretation of MDR expression data account for divergent results in 

25 the Uterature. The clinicians' strong interest in MDR stems from the availabihty of agents 

capable of interfering with MDR, at least in vitro. If these laboratory results were reproducible 
in vivo, reversal of MDR would offer a rare opportunity to incorporate laboratory experience 
into the clinical management of patients. 

The NOV 14 nucleic acids are useful for screening a test compound for inhibition of 

30 MDR mediated transport, indicated by restoration of anticancer drug sensitivity, which in turn 
causes a reduction of transporter mediated cellular efflux of anticancer agents. The disclosed 
NOV 1 4 nucleic acid encodmg a multidrug resistance-associated transporter-like protein 
includes the nucleic acid whose sequence is provided in Table 14 A, or a fragment thereof. 
The invention also includes a mutant or variant nucleic acid any of whose bases may be 
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changed from the corresponding base shown in Table 14A while still encoding a protein that 
maintains its rmltidrug resistance-associated transporter -like activities and physiological 
functions, or a fragment of such a nucleic acid. 

The disclosed NOV 14 protein of the invention includes the multidrug resistance- 
5 associated transporter -like protein whose sequence is provided in Table 1 4B. The invention 
also includes a mutant or variant protein any of whose residues may be changed from the 
corresponding residue shown in Table 14B while still encoding a protein that maintains its 
multidrug resistance-associated transporter -like activities and physiological functions, or a 
functional fragment thereof. 

10 The above defined information for this invention suggests that this multidrug 

resistance-associated transporter -like protein (N0V14) may function as a member of a 
"multidrug resistance-associated transporter family". Therefore, the NOV 14 nucleic acids and 
proteins identified here may be useful in potential therapeutic applications implicated in (but 
not limited to) various pathologies and disorders as indicated below. The potential therapeutic 

15 applications for this invention include, but are not limited to: cancer and liver disease research 
tools, for all tissues and cell types composing (but not limited to) those defined here, e.g. 
cancerous and normal tissue and Uver tissue. Additional disease indications and tissue 
expression for NOVl 4 is presented in Example 2. 

The NOV 14 nucleic acids and proteins of the invention are useful in potential 

20 therapeutic applications implicated in cancer including but not limited to cancer, liver disease 
and/or other pathologies and disorders. For example, a cDNA encoding the multidrug 
resistance-associated transporter -like protein (NOV 14) may be useful in liver disease 
therapy, and the multidrug resistance-associated transporter-like protein (NOV 14) may be 
useful when administered to a subject in need thereof. By way of nonlimiting example, the 

25 compositions of the present invention will have efficacy for treatment of patients suffering 

from liver disease and cancer including but not limited to leukemia. The N0V14 nucleic acid 
encoding multidrug resistance-associated transporter -like protein, and the multidrug 
resistance-associated transporter -like protem of the invention, or fragments thereof, may 
further be useful in diagnostic applications, wherein the presence or amount of the nucleic acid 

30 or the protein are to be assessed. 

NOV 14 nucleic acids and polypeptides are further useful in the generation of 
antibodies that bind immuno-specifically to the novel NOV 14 substances for use in 
therapeutic or diagnostic methods. These antibodies may be generated according to methods 
known in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
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NOVX Antibodies" section below. The disclosed N0V14 protein has multiple hydrophiUc 
regions, each of which can be used as an immunogen. In one embodiment, a conteny)lated 
N0V14 epitope is from about amino acids 200 to 300. In another embodiment, a N0V14 
epitope is from about amino acids 300 to 400. In additional embodiments, N0V14 epitopes 
are from about amino acids 900 to 300 and from about amino acidsl400 to 1500. These novel 
proteins can be used in assay systems for functional analysis of various human disorders, 
which will help in understanding of patiiology of the disease and development of new drug 
targets for various disorders. 
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NOV15 

NOV 15 includes two novel novel intracellular thrombospondin domain containing 
protein-like proteins disclosed below. The disclosed protems have been named NOVlSa and 

NOV 15b. 

NOVlSa 

t 

A disclosed NOVl 5a nucleic acid of 1794 nucleotides (also referred to as 100399281 
and 159518754) encoding a novel thrombospondin-like protein is shown in Table 15A. A 
partial open reading frame was identified beginning witii an GGA codon at nucleotides ITS- 
ISO and ending with a TAA codon at nucleotides 1792-1794. A putative untranslated intronic 
regipn upstream from the first in-frame coding triplet is underlined in Table 15A, and the start 
and stop codons are in bold letters. 



Table ISA. NOVlSa Nucleotide Sequence (SEQ ID NO:89) 



- ^rr.nTtp.rnapnixr.z^rrRr,r, TCCGTT TCTGGTTGCCGTTCCCGCAGGTGACG C TGCRGRCAGACCAGAGACTCC A^ 

CcSSGaTTG^GAAGTTGCTGTCGTCTGAGGTACTGCC GTACGTGTAGTC^ 
AAAGLGCACCAAGGGA GCATCTCCaCCACCftGGCTGCACACCAACCCTTCCCa^^^ 

^aScttSttgcaaaqagatttcccca^^ 

?StSgSgamc^tatccaggtcaccatagaggtggtcgacggtcctga 

catccggagaataagcccagctggtcagtcccatcccccgactggcm 

gSSSgg^SSaggactacaagtacgacagtacctcag^^^^^ 

G^SSJcCCcSGGCCACCGGACTrrTGAAACCAAAGATCAGCCAGAAT^^^^ 

?Stctctggtctgtctgcagcgtcacctgcgggaa^ 
cSSa^aatcgLgacctgtgaccgtccaaactgcccagcttgcaccggattcct^ 

Sg^^StScatgtccctgcacctccaactggcaacccctctgtgcc^ 
SSaJcScSLvtgcacagggcattcctagctg^ 

gctogtggataaaaactcagatccccatcaataaaaacaaatccggactcagtaaggagaggatttattcaa^^ 

TTG»GGGAGGCAAGGGATGTTATCTCCCTATTATT6CAAT6GGATGAACGCTGTGAC»TAAGATCTGC^ 
AAGGAACAGCCTGGTGTCACATGCTCCTTGAAGCAC^^^ 

G^™CCAGACACAGACAGCTGTGAGCGCrGGATGAGCTTCAAAGCGAGGTTCTTAAAGAAGm^ 

gmgwvtcacctgcccagctgcccctgctcctaccccactgaggtggcctacagcacggcggacatcttc^^^ 
SgSStcSctggaaggacgccagcgggcccaaggagaagctggagatctacaagcccactgcccggtact 
^SccgctcStgctotccctggagagcaccacgctggcggcacagcactgctgct^^ 
SSSSSggSgcgggcacgcccaacctcatcagcaccgagttctccgcggagctcc^^^ 

ctgccc?ggStatctgcaagggtgactggagcaggtataacgaggcc^^^ 
agagcccctcggacgaggactacatcaagcaqttccaagaggccagggaatattaa 
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A disclosed NOVlSa polypeptide (SEQ ID NO:90) encoded by SEQ ID NO:89 is 539 
amino acid residues and is presented using the one-letter amino acid code in Table 15B. 
SignalP, Psort and/or Hydropathy results predict that NOVlSa does not contain a known 
5 signal peptide and is likely to be localized to the mitochondrial matrix space with a certainty 
of 0.6574. In alternative embodiments, N0V151 is localized to the mitochondrial mner 
membrane with a certainty of 0.3502; the mitochondrial intennembrane space with a certainty 
of 03502; or the mitochondrial outer membrane with a certainty of 0.3502. N0yi5a has a 
molecular weight of 61683.6 Daltons. 

10 



Table 15B. Encoded NOVlSa protein sequence (SEQ ID NO;90). 

NIQVTIEVVDGPDSEADKDQHPEWKPSWSVPSPDWRAWWQRSLSIiARANSGDQDYKYDSTSDDSNFL^^ 

RTFETKDQPEYDSTDGEGDWSLWSVCSVTCGNGNQKRTRSCGYACTATESRTCDRPNCPACTGPLIVKEAWLGVVV^ 

APPTGNPSVPLPEVFLWTRAQLRMNAQGIPSWKSRTSPLSVMNGSWWIKTQIPINKNKSGLSKERIYSKDYCREARDVIS 

LLLQWDERCDHKICKHLKEQPGVTCSLKHLLWAGCTRGERVSLWPFPDTDSCERWMSFKARFLKKYMHKV^^ 

YPTEVAYSTADIFDRIKRKDFRWKDASGPKEKLEIYKPTARYCIRSMLSLESTTLAAQHCCYGDNMQLITRGK^ 

ISTEFSAELHYKVDVLPWIICKGDWSRYNEARPPNNGQKCTESPSDEDYIKQFQEAREY 



NOVlSb 

A disclosed NOVlSb nucleic acid of 1238 nucleotides (also referred to as CG57356- 
01) encoding a novel novel intracellular thrombospondin domain containing protein-like 
1 5 protein is shown in Table 1 5C. A partial open reading frame was identified beginning with an 
ACG codon at nucleotides 3-5 and ending with a TAA codon at nucleotides 1236-1238. A 
partial codon upstream from the first in-frame coding triplet is italicized in Table 15C, and the 
start and stop codons are in bold letters. In further embodiments, the NOV 15 coding region 
extends 5' to the sequence disclosed in Table 15C. 

20 



Table 15C. NOVlSb Nucleotide Sequence (SEQ ID NO:91) 

CJiaCQTGTAGTCCTGAAACCAGCTTTTCTCTCTCCAAAGAAGCACCAAGGGAGCATCT^ 

ACCCTTCCCCAGACCGCGATTCCGACAAGAGACGGGGCACCCTTCATTGCAAAGAGATTTCCCCAGATCCTTTCTCCT'T' 

GATCTACCAAACTTTCCAGATCTTTCCAAAGCTGATATCAATGGGCAGAATCCAAATATCCAGGTCACCATAGAGGTGG 

TCGACGGTCCTGACTCTGAAGCAGATAAAGATCAGCATCCX5GAGAATAAGCCCAGCTGGTCAGTCCCATCCCCCGACTG 

GCGGGCCTGGTGGCAGAGGTCCCTGTCCTTGGCCAGGGCAAACAGCGGGGACCAGGACTACAAGTACGACAGTACCTCA 

GACGACAGCAACTTCCTCAACCCCCCCAGGGGGTGGGACCATACAGCCCCAGGCCACCGGACTTTTGAAACCAAA^^^ 

AGCCAGAATATGATTCCACAGATGGCGAGGGTGACTGGAGTCTCTGGTCTGTCTGCAGCGTCACCTGCGGGAACGGCM 

CCAGAAACGGACCCGGTCTTGTGGCTACGCGTGCACTGCAACAGAATCGAGGACCTGTGACCGTCCAAACTGCCCAGGA 

ATTGAAGACACTTTTAGGACAGCTGCCACCGAAGTGAGTCTGCrTGCGGGAAGCGAGGAGTTTAATGCCACCAAACTGT 

TTGAAGTTGACACAGAOIGCTGTGAGCGCTGGATGAGCTGCAAAAGCGAGTTCTTAAAGAAGTACATGC^ 

GAATGACCTGCCCAGCTGCCCCrGCTCCTACCCCACTGAGGTGGCCTACAGCACGGCTGACATCTTCG^ 

CGCAAGQACTTCCGCTGGAAGGACGCCAGCGGGCCCAAGGAGAAGCTGGAGATCTACAAGCCCACTGCCCGGTACTGCA 

TCCGCTCCATGCTGTCCCTGGAGAGCACCACGCTGGCGGCACAGCACTGCTGCTACGGCGAC^ 

CAGGGGCAAGGGGGCGGGCACGCCa^CCTCATCGGCACCGAGTTCTCCGCGGA 

CCCTGGATTATCTGCAAGGGTGACTGGAGCAGGTATAACGAGGCCCGGCCTCCCAACAACGGACAGGAGTGm 
GCCCCTCGGACGAGGACTACATCAAGCAGTTCCAAGAGGCCAGGGAATATTAA , 

115 ~ 
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A disclosed NOVlSb polypeptide (SEQ ID NO:92) encoded by SEQ JD N0:91 is 41 1 
amino acid residues and is presented using the one-letter amino acid code in Table I5D. 
NOVl 5b is believed to be a mature protein. SignalP, Psort and/or Hydropathy results predict 
that NOV 1 5b does not contain a known signal peptide and is lUcely to be localized in the 
cytoplasm with a certainty of 0.4500. In alternative embodiments, NOVl 5b is localized to a 
microbody (peroxisome) with a certainty of 0.1163; the mitochondrial matrix space with a 
certainty of 0.1000; or a lysosome (lumen) with a certainty of 0.1000. N0V15b has a 
molecular weight of 46743.0 Daltons. 



Table 15D. Encoded NOVl 5b protein sequence (SEQ ID NO:92). 



TIEWDGP 



NOV 15a and NOV 15b are related to each other as shown in the alignment listed in 



Table 15E. 



Table 15E: ClustalW of N0V15 Variants 



NOVlSa 

NOVl 5b 

KOVlSa 
NOVlSb 

NOVlSa 
NOVlSb 

NOVlSa 
NOVlSb 

NOVlSa 
NOVlSb 

NOVlSa 
NOVlSb 

NOVlSa 
NOVlSb 

NOVlSa 
NOVlSb 

NOVlSa 
NOVlSb 



GSCCRLRYCR 



TCSPETSFSLSKEAPREHLDHQAAHQPFPRPRFRQETGHP 
Tr.qPFlT.qFSLSKEAPREHLDHQAAHQPFPRPRFRQETGHP 



SLQRDFPRSFLLDLPNFPDLSKADINGQNPNIQVTIEWDGPDSEADKDQ 
SLQRDFPRSFLLDLPNFPDLSKADINGQNPNIQVTIEWDGPDSEADKDQ 



HPENKPSWSVPSPDWRAWWQRSLSLARANSGDQDYKYDSTSDDSNFLNPF 
p;?Myp.qM.qVPaPDWRAWWORSLSLARANSGDQDYKYDSTSDDSNFLNPP 



RGWDHTAPGHRTFETKDQPEYDSTDGEGDWSLWSVCSVTCGNGNQKRTRS 
RnWDHTAPGHRTFETKDQPEYDSTDGEGDWSLWSVCSVTCGNGNQKRTRS 



50 
40 

100 
90 

150 
140 

200 
190 



CGYACTATESRTCDRPNCP 
CGYACTATESRTCDRPNCP 



ACTGFLIVKEAWLGVWWHVPAPPTGNPSVP 250 
209 



LPEVFLWTRAQLRMNAqHiPSWKSRTSPLSVMNGSWWIKTQIPINKNKSG 3 00 

210 



LSKERIYSKQYCSESRDVi 
lEgTEHTgATEV 



SLL 



LQWDHrCDHBIjCKHLKEQPGVTCSLKHI. 350 
AGSEHFNATjgLF-E 238 



LWAGCTRGERVSLWPFPg 

--V -- 



DTDSCERWMS 
DTDSCERVmS 



F 

,ci3SE 



FLKKYMHKVMNDLPSCPCS 
FLKKYMHKVMNDLPSCPCS 



400 
272 



^r.^r,T..T7^^/orr7^T^T^:^nDTTn?^mpPMTm^iq^pyRTa,.ElYKPTARYCIRSMLSL 
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N0V15a 
NO VI 5b 

NOVlSa 
NOVlSb 



ESTTLAAQHCCYGDNMQLITRGKGAGTPNLlgTEFSAELHYKVDVLPWII 
ESTTI^QHCCYGDNMQLITRGKGAGTPNLi"TEFSAELHYKVDVLPWlI 



500 
372 



CKGDWSRYNEARPPNNGQgCTESPSDEDYIKQFQEAREY 
CKGDWSRYNEARPPNNGQ§CTESPSDEDYIKQFQEAREY 



539 
411 



The novel intracellular thrombospondin domain containing protein-like NO VI 5 gene 
maps to chromosome 7. This assignment was made using mapping information associated 
with genomic clones, public genes and ESTs sharing sequence identity with the disclosed 
sequence and CuraGen Corporation's Electronic Northern bioinformatic tool. Exons were 
predicted by homology and the intron/exon boundaries were deteraiined using standard 
genetic rules. Exons were further selected and refined by means of similarity determination 
using multiple BLAST (for example, tBlastN, BlastX, and BlastN) searches, and, in some 
instances, GeneScan and Grail. Expressed sequences fi-om both pubUc and proprietary 
databases were also added when available to further define and complete the gene sequence. 
The DNA sequence was then manually corrected for apparent inconsistencies thereby 
obtaining the sequences encoding the full-length protein. 

In a search of sequence databases, it was found, for example, that the NOVl 5b nucleic 
acid sequence of this invention has 373 of 512 bases (72%) identical to a gb:GENBANK- 
ID: AFl 1 1 168|acc: AFl 1 1 168.2 mRNA firom Homo sapiens (Homo sapiens serine pahnitoyl 
transferase, subunit U gene, complete cds; and unknown genes). The fiiU NOVl 5b amino acid 
sequence was found to have 162 of 164 amino acid residues (98%) identical to, and 163 of 164 
amino acid residues (99%) similar to, the 361 amino acid residue ptnriTREMBLNEW- 
ACC:CAC16127 protein fi-om Homo sapiens (Human) (BA149I18.1 (NOVEL PROTEIN). 

The disclosed N0V15a was found to have homology to the amino acid sequences 
shown in the BLASTP data listed in Table 15F. 



Table 15F. BLAST results for NOVlSa 


Gene index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


Q9H599; At,133463; 
CAC16127.2 


BA149I18.1 (NOVEL 
PROTEIN) 

(FRAGMENT) . homo 

sapiens. 6/2001 


391 


189/189, 
(100%) 


189/189, 
(100%) 


le-117 


095432; .AP111168; 
AAD09622.1 


HYPOTHETICAL 72.5 
KDA PROTEIN, homo 
sapiens. 6/2001 


658 


102/172 
(59%) 


138/172, 

(80%) 


2e-63 


Q9BQL4; AL050320; 
CAC36074.1 


DJ1077I2.1 (NOVEL 
PROTEIN) 

(FRAGMENT) . homo 
sapiens. 6/2001 


60 


49/49 
(100%) 


49/49, 
(100%) 


3e-22 




117 
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Q23832; U42213; 
AAC48313 .1 


MIC^OMEMAL TRAP- 
CI PROTEIN 
HOMOLOG 
(FRAGMENT) . 
cryptosporidiuin 
wrairi. 6/2001 


660 


27/61 
(44%) 


33/61, 
(54%) 


2e-05 


TSPX_HUMAN; P07996; 
M25631; AAA36741? 
CAA28370; CAA32889; 
AAA61178; AAB59366 


THROMBOSPONDIN 1 
PRECURSOR, homo 
sapiens. 10/1996 


1170 


24/54 
(44%) 


31/54, 
(57%) 


3e-05 



The disclosed NOV 15b was found to have homology to the amino acid sequences 
shown in the BLASTP data Usted in Table 15G. 



Table 15G. BLAST results for NOVlSb 






Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


Q9H599; AL133463; 
CAC16127.2 


BA14 9I18.1 (NOVEL 
PROTEIN) 

(FRAGMENT) . homo 
sapiens. 6/2001 


391 


390/391, 
(100%) 


390/391, 
(100%) 


0.0 


095432; AF111168; 
AAD09622.1 


HYPOTHETICAL 72.5 
KDA PROTEIN, homo 
sapiens. 6/2001 


658 


183/392 
(47%) 


242/392, 
(62%) 


2e-95 


Q9BQL4; AL050320; 
CAC36074,1 


DJ1077I2,1 (NOVEL 
PROTEIN) 

(FRAGMENT) . homo 
sapiens. 6/2001 


60 


49/49 
(100%) 


49/49, 
(100%) 


2e-22 


TSP1_HUMAN; P07996; 
M25631; AAA36741; 
CAA28370; CAA32889; 
AAA61178; AAB59366 


THROMBOSPONDIN 1 
PRECURSOR, homo 
sapiens. 10/1996 


1170 


24/54 
(44%) 


31/54, 
(57%) 


2e-05 


TSP1_M0USE; P35441; 
AAA50611; AAA40431 


"THROMBOSPONDIN 1 
PRECURSOR, mus 
musculus, 10/1996 


1170 


23/54 
(43%) 


31/54, 
(57%) 


4e-05 



The homology of these sequences is shown graphically in the ClustalW analysis shown 
in Table 15H. 



Table 15H Information for the ClustalW proteins 



1 



1) 

2) 
3) 
4) 
5) 
6) 
7) 
8) 



NOVlBa (SEQ ID NO: 90) 
NOVlSb (SEQ ID NO; 92) 
Q9H599 (SEQ ID NO: 93) 
095432 (SEQ ID N0:94) 
Q9BQL4 (SEQ ID NO: 95) 
Q23832 (SEQ ID NO:96) 

TSP1_HUMAN N-ter fragment (SEQ ID N0:97) 
TSPl MOUSE N-ter fragment (SEQ ID NO: 98) 



NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_HUMAN 

TSPl MOUSE 



1 
1 
1 



>MR^R^^GLLLCVIiLLAALLEAALE LPVKKPRLRGPRPGSBt 43 

1 

id-THYSVCGH^TSRVKGRSSSGSSSg- - D- -FKVPQJ;NG-Y|: 3 9 

-MGLAWGLGVLFLMHVCGTNRIPESGiDNSVPDIFELTGAARKGSGRRBV 4 9 

-MELLRGLGVLFIiLHMCGSNRIPESGlDNGVFDIFELIGGARRGPGRRiV 49 

« 

~ iTi 
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NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP INHUMAN 

TSP1_M0USE 

NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSPl^HOMAM 

TSP1_M0USB 

NOVlSa 

HOVlSb 

Q9H599 

095432 

Q96QL4 

Q23832 

TSP INHUMAN 

TSPl^MOUSB 

NOVlSa 

NOVlSb 

Q9HS99 

095432 

Q9BQL4 

Q23832 

TSP1_HDMAN 

TSP1_M0USE 

NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_HUMAN 

TSP1_M0USB 

NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_HUMAN 

TSP1_M0USE 

NOVlSa 

NOVlSb 

QdH599 

09S432 

Q9BQL4 

Q23832. 

TSP1_HUMAN 

TSPl MOUSE 



- 1 

- - 1 

- 1 

RLAEVSGGGTGLRSALSVPPPQPAGSSRAGSGTGTHT GSDPPMER 8 8 

^ 1 

PS YNRDPRGFGCFGLNTAYTVKKNSWQECMTQCYWSKYTIYGNCQRSlVmi 8 9 
KGPDPSSPAFRIEDANLIPPVPDDKFQDLVIDAVRTEKGPLIjLASLRQMKK 9 9 
KGQDLSSPAFRIENANLIPAVPDDKFQDLLDAVWADKGPIFLASLRQMKK 99 



1 
1 
1 



GAGAGRKiEjPDTGRCPVTEGSTVQLIAPWNAADVHSHGDKDSQT?CIRVSAS 138 

r 1 

SNNQDCmrKGGDNDCMKSPDGMILTNRQSYMIGEa^TTCTVSSWSSWTP 139 
TRGTLIJ^ERKDHSGQVFS WSNGKAGTLDLSLTVQGKQHVV^yEEALLA 149 
TRGTLIiA)^RKDNTGQIFSVVSNGKAGTLDLSIiSLPGKQQVVs|vEEALI^ 149 



1 
1 
1 



PDPRPLKEEEEAPLLPRTHLQAEPHQHGCWTVTEPAAMTPGNATPPRT- - 186 

1 

SGVCGEMRSRTRSVLSFPRYDIffiYCP-HLIEYSNCWQNKCPENCPQYGV 188 
TGQWKS ITLFVQEDRAQIiYIDCBKMENAELDVPIQS VFTRDLASlAiRLRI 199 
TGQWKS ITLFVQEDRAQL YIDCDKMES AELDVPI QS I FTRDLAS VARLR V 199 



•tcsp5stsfs!lskeapi^hld' 



- -PEVTPLRLEiiQKLPGLANTOLSTPNPD 



I.. - - . : 




TG--- 18 

TG 3 8 

TG 18 

EARLL 234 



S ILGWGCQFESMFSFNKl^'FVSYEEDWKGCMSTdKQDgFOT 23 8 

AKGGVNDNFQGyLQNVRFjyPGTTPEDILRNKGCSS^ 249 
AKGDVNDNFQGyLQNVRFVFGTTPEDILRNKGCSSSTNVLlL^ 249 



FPRS 




FPRS 

FPRS 

LHQHGCWTVTEPA- 



29 

49 

29 

ALTPGN 261 

1 

EGPDS VGFSjp; VRPCYTHRFASGCQALAPG WVSGNKY 275 

SSgAIRTpCIGHKTKDLQAICGISCDELSSMVLELRGLRTIVTTLQD 296 

Ss||AIR'ligYIGHKTKDLQAI CGLS CDELSSMVLELKGLRTI VTTLQD 296 



Fi 

F 

F| 

ATPPRTQEVTPiil 




TRDVDCETGTC 
SIRKVTEENKE 
SIRKVTEENRELVS 





QVTI 
QVTI 
QVTI 
QVTia 



eMB 65 

eBR D 

eB| d| 

Ibd/ 



SNL^ V- '-^S 
TBTKSRNRHvKSgSQNWASTTC 

^RRPgLCYHNGyOYRra-gEBwHTOSC TEC 

IKRPBLCFHNGyQYij^-S^EwSvDSC TEC 



62 
82 
62 
305 

7 

325 
339 
339 



E 


ADKfflQHP 


E 


E 


ADI^QHP 


E 


E 


ADKgQHP 


E 




VSigLIiA 


E 



Id 



[gTTSET 




SjSPgpQDTLSWLPALL 

13 

RDHSprQLCSg -nQqS - - lETCKTCLVG sfflSEfe 356 

HCQls/sVTXCKKVSCPIMPCSNATVPDGECCPRCfflPSDSADDGWSpfflsE^ 389 
HCQNSVTickk vSCPIMP CSNATyPDGECCPRcBpSDSADDGWSpBsESr 389 



119 



BNSDOCID: <WO 0216599A2 t 



wo 02/16599 



PCT/USOl/26510 



NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSPl_HaMAN 

TSP1___M0USE 

NOVlBa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP INHUMAN 

TSP1_M0USE 

NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_HUMAN 

TSP1_M0USE 

NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_HUMAN 

TSPl MOUSE 



NOVlSa 

NOVlSb 

Q9H5 99 

095432 

Q9BQL4 

Q23832 

TSP1_HDMAN 

TSP1_M0USE 

NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_H0MAN 

TSP1_M0USE 

NOVlSa 
NOVlSb 
Q9H599 
095432 
Q9BQIi4 
Q23832 
TSPl HOMAN 



QRgLgjARAjjjSGDQjgyKgDgTSDPSN 
QRSL^ARi^SGpQfflYKflDg^^ 
QI^L^ARi^SGDQfflyKBDHTSD 

KDRAPGEKSEEKEEgEDBpgEblEGEDQEDKEEDEEEQAIiWl 

--Bf^skeaprbh 
dcBtScgeSSrirtrestkpp 

scf 
sc 




IQiQRGRSroSLNNRCEGSSVQTRTCHIQECDKRFKQD 
IQQRGRSCDSLNNRCEGSSVQTRTCHIQECDKRFKQD 




KDQPEHd 142 

iTKDQPeBd 162 

KPQPeHd 142 

KDSVSYpBb 414 
36 

AKgSCNKDVBC 400 

JWSPWSSCSVTCGDGVITRIRLOTSPSPQMNGKPC^ARETKACKKDAC 489 
IwSPWSSCSVTCGDGVITRIRLOISPSPQmGKPCESEARETKACKKDAC 489 






Iws 
ws 
ws 
ws 





iNIQCELgEggS 

|- iSfflGwHp|Hp 

L-INfflGwSpffiBPi 



IsbttsInSevk 



sgwsracsvTCGgG^^ 

sHw^CSVTCGgGBQKRgRjJC 

sHwSicsvtcgSgRqSrhrhc 



wEiNMfELF' 

asraLBNNPTPQFGgKDHvGD^ " 
GfflvBfeaSgii^JNPTPQFGgKDgVGD 





ITFRMAATEVgLLAG SEEtFiH 

[tfiSaIate vSllIag — skEpSI 

ftiFRjlAiATE VgLIAG SEEfS 

|k- DgLGLPSEEjSkL LAR 

R.- _ 

JgdN SASCTAVMSVWgEfflSACS-EicCDQGLVRRYI^ 485 

jlDGCLSNPCFAGVKCTSYPDGsBkCGACPPGySGNGSQC™ 588 

QvSlinCQDSlIDGCLSNPCFAGAKCTS YPDGSgKCGACPPGXS^^ 588 



KLgEVg 220 
KlHevS 240 
KLJiEvffl 220 
DMHDQH 487 
- -'gRQE 43 



fKQD 






^FS'KIG- - -VFGYVPPGKSEEQkjgSREICKDTgTLE — EE|CTSGVJ_^^ 530 
viEHKEVPDACFNHNGraHRCENTDPGYgcTO-ra^ 6 3 7 

v|E5KEVPDACFiraNG^Ci2NTDPGYScE-ffiPRf^^ ^ ^ ^ 




DlFgRI 
DXFgRI 

S'LqBehqgrs 

L 

PGCKYTEWSAWSSCgcggSQTR 

tankqvckprnpctBgthdc 



asgp 
asgp 
asgp 
asgp 
p 




lHiyBp 
lHiyBp 
lBiyHp 




299 
319 
299 
566 
]F 57 
■DRWTFP-EGi 562 
rAKCNYBGHHSDPMYRCECKPGHAGNGI 687 



MANKOyckPRNPCTaGTHDCNSNAKCNYBGI^ 687 




W3 




gdnmq! 
Igdnmq 

iGDNMi 
EDSRl 




FS 
FS 
FS 

tSfs 



338 
358 
338 
605 
60 



XDAICQ'sSK DTRSHsKPEGCTEgTPDSGDATLAgAIGLP 601 

-^pqgpgngnnMPMPm.vflviVWATyHCKro 737 
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TSP1_M0USE XCGj^jpS^GWPNENIA^^ 



NOVlSa 

NOVlSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_HUMAN 

TSP1_M0USE 

NOVlSa 

NOVXSb 

Q9H599 

095432 

Q9BQL4 

Q23832 

TSP1_HUMAN 

TSPl MOUSE 




PWI 


RCKGDWSR 


PWl 


RcKGDWSR 


PWI 


HcKGDWSR 


PWI 


JCKGDWSR 



ynSar 

YNgAR 
LHAvd 



PPNN 


368 


PPNW 


- 388 


PPNN 


368 


pp™ 


635 







VGl!jGLCriAGSLFfjlG§RSGNQESDETS YQYFD- - - 635 

CDDDDDNDKI PDDRDNCPraVNPAQmTOjR^ 787 
CDDDDDNDKIPDDRDNCPraYNPAdXDYDRDSvGDRCm^ 787 



391 
411 
391 
658 
60 
660 
837 
837 




SpsaaiiDq3se0vqbigpesqnwas - - 

TDmGE^AHAADIDdiiGI;iEiN 

TDKNGEgDAgAVDIDGI^GII^NERDNCbYVYNVDQRDTO 



Table 151 lists the domain description froni DOMAIN analysis results against 
NOVlSa, and in the analogous regions for N0V15b. This indicates that the NOVlSa 
sequence has properties similar to those of other proteins known to contain tliis domain. 



Table 15L Domain Analysis of NOVlSa 



PFAM HMM Domain Analysis o£ N0V15 

Model Description 



tsp_l (InterPro) 



Thrombospondin type 1 domain 



Score 
32.5 



E-value 
9.8e-06 



Parsed for domains: 

Model Domain seq-f seq-t hniin-f hmm-t 



tsp_l 



1/1 



178 



218 



54 [] 



score E-value 
32.5 9.8e-06 



ProDom Sequences producing High- scoring Segment Pairs: 

prdm:1719 p36 (14) FSPO{5) TSP1{3) TSP2(2) -PRECURSOR... 

prdm:873 p36 (25) TSP1(9) TSP2(4) PR0P(3) - COMPLEMEN. . . 

prdm: 36045 p36 (1) SSP2_PIjAY0 - SPOROZOITE SURFACE PROTE.., 

prdm:1268 p36 (18) CSP(18) - CIRCUMSPOROZOITE PROTEIN ... 

prdm: 53698 p36 (1) FSP0_XENLA - F-SPONDIN PRECURSOR. GLY. . . 

BLOCKS Protein Domain Analysis 

AC# Description 

BL00612B 0 Osteonectin domain proteins, 

BL00652C 0 TNFR/NGFR family cysteine-rich region protein 

BL00979I 0 G-protein coupled receptors family 3 proteins 

BL00641E 0 Respiratory- chain NADH dehydrogenase 75 Kd su 

BL00512A 0 Alpha-galactosidase proteins. 

BL00096G 0 Serine hydroxymethyl transferase pyridoxal-pho 



Smallest 
Sum 

High Probability 
Score P (N) 



110 
91 
85 
74 
62 



3.0e-06 

0.00033 

0.0014 

0.022 

0.35 



Strength 
1891 
1217 
1459 
1700 
1403 
1543 



Score 
1066 
1062 
1059 
1039 
1035 
1030 



121 



BNStXDCiD: <WO 0216599A2 I > 



wo 02/16599 PCT/USOl/26510 

The thrombospondin repeat was first described in 1986 by Lawler & Hynes. It was 
found in the thrombospondin protein where it is repeated 3 times. Now a number of proteins 
involved in the complement pathway (properdin, C6, C7, C8A, C8B, C9) as well as 
extracellular matrix protein like mindin, F-spondin, SCO-spondin and even the 
circumsporozoite surface protein 2 and TRAP proteins of Plasmodium have been shown to 
contain one or more instances of this repeat. It has been involved m cell-cell intenraction, 
inhibition of angiogenesis, and apoptosis. 

The intron-exon organisation of the properdin gene confirms the hypothesis that the 
repeat might have evolved by a process involving exon shuffling. A study of properdin 
structure provides some information about the stmcture of the thrombospondin type I repeat. 

BLASTP analysis shows thatNOVlS has 24 of 55 (43%) identical to. and 27 of 55 
(49%) positive with, the 57 aa p36 (14) FSP0(5) TSP1(3) TSP2(2) - precursor glycoprotein 
signal repeat cell adhesion EGF-like domain thrombospondin calcium binding (prdm:1719. 
Expect = 3.0e-06); 15 of 35 (42%) identical to, and 18 of 35 (51%) positive with, the 54 aa 
p36 (25) TSP1(9) TSP2(4) PR0P(3) - complement precursor repeat signal glycoprotein EGF- 
like domain pathway tlirombospondin cell (prdm:873, Expect = 0.00033); 20 of 68 (29%) 
identical to. and 28 of 68 (41%) positive with, the 108 aa p36 (1) SSP2_PLAY0 - sporozoite 
surface protein 2 precursor, malaria; sporozoite; repeat; signal; antigen; transmembrane 
(prdm:36045. Expect = 0.0014); 23 of 59 (38%) identical to, and 28 of 59 (47%) positive with, 
the 87 aa p36 (18) CSP(18) - circumsporozoite protein precursor CS malaria sporozoite repeat 
signal (prdm:1268. Expect = 0.022); and 10 of 21 (47%) identical to, and 13 of 21 (61%) 
positive with, the 59 aa p36 (1) FSPO_XENLA - F-spondin precursor, glycoprotein; signal; 
repeat; cell adhesion (prdm:53698, Expect = 0.43). 

PROSriE analysis of N0V15a shows that the NOVl 5a polypeptide has two N- 
glycosylation sites (Pattem-ID: ASN _glycosylation PSOOOOl (Interpro)); four Protein kinase C 
phosphorylation sites (Pattem-ID: PKC_PHOSPHO_SITE PS00005 (Inteipro)); eight Casein 
kinase 0 phosphorylation sites (Pattem-ID: CK2_PH0SPH0_SITE PS00006 (Inteipro)); one 
Tyrosine kinase phosphorylation site (Pattem-ID: TYR.PHOSPHO.SITE PS00007 
(Interpro)); and four N-myristoylation sites (Pattem-ID: MYRISTYL PS00008 (Interpro)). 
PROSITE analysis of N0V15b shows that the NOVlSb polypeptide has one N-glycosylation 
site (Pattem-ID: ASN_ glycosylation PSOOOOl (Interpro)); three Protein kinase C 
phosphorylation sites (Pattem-ID: PKC_PHOSPHO_SITE PS00005 (Inteipro)); seven Casein 
kinase U phosphorylation sites (Pattem-ID: CK2_PH0SPH0_SITE PS00006 (Interpro)); one 
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Tyrosine kinase phosphorylation site (Pattem-ID: TYR_PHOSPHO_SITE PS00007 
(Inteipro)); and four N-myristoylation sites (Pattern-ID: MYRISTYL PS00008 (Inteipro)). 

In a BlastP analysis of a public database, NOV 15a was found to have 185 of 188 aa 
residues aa residues (98%) identical to, and 188 of 188 aa residues (100%) positive with, the 
5 198 aa Human ORFX ORF1686 polypeptide sequence SEQ ID NO:3372 (patp:AAB41922, 
Expect = 7.8e-106) (N0V15b has 185/188 aa (98%) identical, 188/188 aa (100%) positive). 
N0V15a has 102 of 172 aa residues (59%) identical to, and 138 of 172 aa residues (80%) 
positive with, the 571 aa Human proliferation differentiation factor amino acid sequence 
(patp:AAB49765, Expect = L2e.90) (N0V15b has 155/290 aa (53%) identical, 205/290aa 

10 (70%) positive). N0V15a has 102 of 172 aa residues (59%) identical to, and 138 of 172 aa 
residues (80%) positive with, the 571 aa Human membrane or secretory protein clone 
PSEC0137 (patp:AAB88393, Expect = 1.2e.90) (N0V15b has 155/290 aa (53%) identical, 
205/290 aa (70%) positive). N0V15ahas 24 of 54 aa residues (44%) identical to, and 31 of 
54 aa residues (57%) positive with, the 57 aa Human METHl thombospondin-Uke domain #3 

15 (patp:AAY49505, Expect = 3.2e-06) (N0V15b has 24/54 aa (44%) identical, 31/54 aa (57%) 
positive). NOVl 5a has 24 of 54 aa residues (44%) identical to, and 3 1 of 54 aa residues 
(57%) positive with, the 57 aa Homo sapiens TSPl domain (patp:AAB50007, Expect = 3.2e- 
06) (N0V15b has 24/54 aa (44%) identical, 3 1/54 aa (57%) positive). The Patp BLAST 
results for NOV15a and N0V15b are hsted in Table 15J. 



patp :AAB4 1922 Human ORFX 0RF1686 polypeptide seque... 1048 7,8e-106 7.8e-106 

patp :AAB49765 Human proliferation differentiation ... 616 1.2e-90 5.2e-95 

patp:AAB88393 Human membrane or secretory protein ... 616 1.2e-90 5.2e-95 

patp:AAY49505 Human METHl thombospondin-like doma ... 118 3.2e-06 2.1e-06 

patp:AAB50007 TSPl domain #3 - Homo sapiens, 57 aa. 118 3.2e-06 2.1e-06 

The homologies shown above are shared by NOV 15b insofar as NOV 15b is 
homologous to NOV 15a as shown in Table 15E. 

The novel intracellular thrombospondin domain containing protein-like NOV 15 gene 
disclosed in this invention is expressed in at least the following tissues: lung, testis, b-cell. 
Expression information was derived jfrom the tissue sources of the sequences that were 
included in the derivation of the sequence, as described in Example 1. 

The above defined information for this invention suggests that these novel intracellular 
thrombospondin domain containing protein-like NOV 15 proteins may function as a member of 



20 



Table 15X Patp alignments of NOV15 



Sequences producing High-scoring Segment Pairs: 

High 
Score 



Smallest Sum Prob. 

P(N) P(N) 
NOVlSa NOVlSb 
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a "novel intracellular thrombospondin domain containing protein-like faniily". Therefore, the 
NOVl 5 nucleic acids and proteins identified here may be useful in potential therapeutic 
applications implicated in (but not Umited to) various pathologies and disorders as indicated 
below. 

5 The protein similarity information, expression pattern, cellular localization, and map 

location for the protein and nucleic acid disclosed herein suggest that this novel intracellular 
thrombospondin domain containing protein-like NOV 15 protein may have important structural 
and/or physiological functions characteristic of the novel intracellular thrombospondin domain 
containing protein family. Therefore, the NOVl 5 nucleic acids and proteins are useful in 

10 potential diagnostic and therapeutic applications and as a research tool. These include serving 
as a specific or selective nucleic acid or protein diagnostic and/or prognostic marker, wherein 
the presence or amount of the nucleic acid or the protein are to be assessed. These also include 
potential therapeutic applications such as the following: (i) a protein therapeutic, (ii) a small 
molecule drag target, (iii) an antibody target (therapeutic, diagnostic, drug targeting/cyto 

1 5 antibody), (iv) a nucleic acid useful in gene therapy (gene deUvery/gene ablation), (v) an agent 
promoting tissue regeneration in vitro and in vivo, and (vi) a biological defense weapon. 

The NOV 15 nucleic acids and proteins have applications in the diagnosis and/or 
treatment of various diseases and disorders. For example, the compositions of the present 
invention will have efficacy for the treatment of patients suffering from: systemic lupus 

20 erythematosus, autoimmune disease, asthma, emphysema, scleroderaia, allergy, ARCS; 
fertility, hypogonadism; immunological disease and disorders as well as other diseases, 

disorders and conditions. 

Based on the tissues in which NOVl 5 is most highly expressed; including Thryoid, 
heart, uterus, mammary gland, pituitary gland, lymph node, placenta, brain, pancreas, and 
25 spleen; specific uses include developing products for the diagnosis or treatment of a variety of 
diseases and disorders. Additional disease indications and tissue expression for NOVl 5 is 

presented in Example 2. 

NOVl 5 nucleic acids and polypeptides are further usefixl m the generation of 
antibodies that bind immuno-specifically to the novel NOV 1 5 substances for use in 
30 therapeutic or diagnostic methods. These antibodies may be generated according to methods 
known in the art, using prediction from hydrophobicity charts, as described in the "Anti- 
NOVX Antibodies" section below. For example the disclosed NOV 15 proteins have multiple 
hydrophilic regions, each of which can be used as an immunogen. In one embodiment, a 
contemplated N0V15a epitope is from about amino acids 1 to 70. In additional 
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embodiments, NOVlSa epitopes are from about amino acids 175 to 230 and from about amino 
acids 250 to 539. In another embodiment, a NOV 15b epitope is from about amino acids 1 to 
60. In further embodiments, N0V15b epitopes are from about amino acids 65 to 225, from 
about amino acids 230 to 320 and from about amino acids 325 to 41 1 . This novel protein also 
5 has value in development of powerful assay system for functional analysis of various human 
disorders, which will help in understanding of pathology of the disease and development of 
new drug targets for various disorders. 

NOV16 

NOV 16 includes two novel FYVE finger-containing phosphoinositide kinase-Iike 
10 proteins disclosed below. The disclosed proteins have been named NOV 16a and N0V16b. 

NO VI 6a 

A disclosed N0V16a nucleic acid of 2760 nucleotides (also referred to as 101330077 
and 100391903) encoding a novel FYVE-finger kinase/Transposase-like protein is shown in 
Table 16 A. An open reading frame was identified beginning with an ATG initiation codon at 
1 5 nucleotides 898-900 to and ending with a TGA codon at nucleotides 1516-1518. A putative 
untranslated region upstream from the initiation codon and downstrieam from the termination 
codon is underlined in Table 16A, and the start and stop codons are in bold letters. 



Table 16A. NOV16a Nucleotide Sequence (SEQ ID NO:99) 



CCGGGGGCGCAGCCGCGGGCCCACCTCGGCCTCCCC7GAGCCGACGCCTCCCCGCGCGCACCGGGGGCCCCGGAGACCG 

CCTTCCCCGCTCCGAACGCACGCGGCCCGGCCCCGGCGAGGTGCCTGAACGCTACCCGAGCTGCGGCGGGGCTCCCGGG 

GTGAGTGCTGCAGCCCCAGGCCCGCCTGCTCCCACAGGCTCGGGCAATGGAGACCCGCGGCCGCCCCCGCCCCTTGACC 

CTGCCTCACCCCTCACGCCCGCTGCCGCCCACGACCTCCGACCCCGCTGCCGCCCGGCTCGCAGCCCGGCTGGCAGCCC 

GGCTCGGCGGGCCTCACCTCCCGCGGGTTCCGCACTCCTCTTCCCGCCGTCCTGCTCCTCTCGGCCTTCTCCTCCAAT^ 

GGCGCCTAGCACCCTGAGTGGGCTACACCAATCAGAGACGAAGCGGCGCTAACQTGACTGACTAACTAACCAATCCAAA 

GTCTCAATCTCCCTGAGAGGGGCGGAGCGTACCCGGGCCAGCCCTCGCCGCCGATTGGTGATCQACCTCAGGGTTGCAG 

GGQCGGTGCCCTTACACGGATTGGAGAGGGCAGCGATGGGGCGGAGTTCAAGCTCCGATTAGTCCGCGCTCCGTGGCGG 

GCTTGGCGATTGGACGCCGGCGCTGTCAGCCGCGCGCGGACCGGGGCGGGGCGGGCGGTGCCCCGGGCTGGGCGAGGGG 

CCGGGTGCGGGGCCGCTGGCCGAGAGGCTGAGGCGGCGTCATGTCCTCCGAGGTGTCCGCGCGCCGCGACGCCAAGAAG 

CTGGTGCGCTGCCCGAGCGGCCTGCGCATGGTGCCCGAACACCGCGCCTTCGGAAGCCCGTTCGGCCTGGAGGAGCCGC 
AGTGGGTCGCGGACAAGGAGGTGGGTGT ATGCAGTGTGACGCCAAGTTTGACTTTCTCACCAGAAAGCACCArTriTrrir 

CGCTGCGGGAAGTGCTTCTGCGACAGGTGCTGCAGCCAGAAGGTGCCGCTGCGGCGCATGTGCTTTGTGGACCCCGTGC 
GGCAGTGCGCGGAGTGCGCCCTGGTGTCCCTCAAGGAGGCGGAGTTCTACGACAAGCAGCTCAAAGTGCTCCTGAGCGG 
AGCCACCTTCCTCGTCACGTTTGGAAACTCAGAGAAACCTGAAACTATGACTTGTCGTCTTTCCAATAACCAGAGATAC 
TTGTTTCTGGATGGAGACAGCCACTATGAAATCGAAATTGTACACATTTCCACCGTGCAGATCCTCACAGAAGGCTTCC 
CTCCTGGAGAAAAAGAa^TTCACGCTTACACCAGCCTCCGGGGGAGCCAGCCTGCCTCTGAAGGAGGCAACGCACGGGC 
CACAGGCATGTTCCTGCAGTATACAGTGCCGGGGACGGAGGGTGTGACCCAGCTGAAGCTGACAGTGGTGGAGGACGTG 
ACTGTGGGCAGGAGGCAGGCGGTGGCGTGGCTAGTGATCTGCAGGCTGCCAAGCTCCTCTATGAATCTCGGGACCAGTA 
ACTCTACGTGGGGCTG AGCTTGGAGTACGTGTGGTCACCAGGACTGAGTCGCTTGGAACAGCAGAGCCTGCTCCTTGCG 
TACCACAGGGATTAATCCTGCTTGTGCTGGGAAATGCAACTCACTCATGTATTTGGAGAAACAGGAGTGTTCACTTATC 
TAGTGCAATATGTTCACAGTTTATTAATGCTTTAAACAGCTTCATGTTTTAGAATTTGTGTATTGTCAATACTTAATTG 
GGGGTGGGAGAGACTGAGCTACACTACTGCTAAACTATTTTTAGCATAATATATACCATTTTTATGAGTTCGCAGGTCT 
ACTAGAAGGTTCTGGCCCATCAATATTCATTTCATTTAATTCTTCCACAGAACCAGTTTGGGCAGTAGGAACTCAGGCT 
TCTGGTCTGCAGTGGAGCCTGTTCGCCTCTAATAGCCAGTTTACAGCACTTGCCTTAGCCTGTTTCACAGACTTGTCCA 
CTTACCTTGTCACTAATTTGGGGCTTCTGGGCTGTGAGTGATCCTTTGATACTTCACCAAGGGGAACGTQGGGGCTTTG 
TGTTTTGTACTTTTCACTCACTATTTCACTTTATTAAGATGACTGTACAGCAATTTGTATATAAAGCTTATGATTAAAA 
ACTATTTTGAACATACGGACAAGGCCTCGCCTTCCTGTGTCCAGATCACCTGAACCCTCGTGCCACAGCGCAGTCTGGG 
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TrPAGAAAG AAGACTCACAGCCGC CGGGGTGAGACGGGTTTATTgrGCRCATTTACAC A ffl^^ 
hr.r&nrnr!PrATr;CTCCTGTG GTCGGGCTGCTCTACAAGGGCGTTCACTTTTCTTCAC(:A CACTATGTACAGTCAGTG 

TPr^nr^.Tr..iTP,r^r TArar,TGCr GCATCAGTGAGTCTGTACACACATrTTTACATAAAT T ArACACGACTCAT^^ 

AziaiiATAr.&nrrTftftnRan CTG TATTTTAATGAGAAftAAAAAAAmCCAACAT A GTTCGGGTAGCrrTGAATGGTCTA 

nTraa&Aa&TArTTTTGGTA T ATAAAAAGCCTGTACGTACAATTCACACCTCAGTGAAGCGCC C TCCTTGCCTTGAGGC 

Tnr.nrrTnr,nArAA Ar,nTGGCCT CACAGCCAGCCCAGGCAGGGAGATCGGCAGAGAGG G GTGGCCCCTGACCCCAGCTC 

CTCTGCCCCAGCTGCTGCTCCTTGGTGGCGGCCCCTCCTGACACCAGGCGTCTGCCATCCTTCAGGCACCAAAC 



A disclosed N0V16a polypeptide (SEQ ID NO: 100) encoded by SEQ ID NO:99 is 206 
amino acid residues and is presented using the one-letter amino acid code in Table 16B. 
Signal?, Psort and/or Hydropathy results predict that N0V16b has no known signal peptide 
and is likely to be locaUzed in the cytoplasm with a certainty of 0.6500. In alternative 
embodiments, N0V16b is localized to the mitochondrial matrix space with a certainty of 
0.1000, lysosome (lumen) with a certainty of 0.1000. or perhaps the endoplasmic reticulum 
(membrane) with a certainty of < 0.0001. NOV 16a has a molecular weight of 23030.2 
Daltons. 



Table 16B. Encoded NOV16a protein sequence (SEQ ID NO:100). 



MQCDAKFDFLTRKHHCIUtCGKCF CDRCCSQKVPIJmMCFVDPVRQCaECALVSLKEAEFYDK6LKVIJ.SGATFLV 
TFGNSEKPETMTCRLSNNQRyi.PLDGDSHyBIEIVHISTVQILTEGFPPGEKDIHArrSLRGSQPASEGGNARAT 

GMFLQYTVPGTEGVTQLKLTWEDVTVGRRQAVAMLVICRLPSSSMNLQTSNSTWG 
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NOV16b 

A disclosed N0V16b nucleic acid of 673 nucleotides (also referred to as CG57248-01) 
encoding a novel FYVE-finger kinase/Transposase-Iike protein is shown in Table 16C. An 
open reading frame was identified beginning with an ATG initiation codon at nucleotides 44- 
46 and ending with a TAA codon at nucleotides 650-652. A putative untranslated region 
upstream from the initiation codon and downsti^am from the tennination codon is underlined 
in Table 16C, and the start and stop codons are in bold letters. 



Table 16C. NOVl6b Nucleotide Sequence (SEQ ID NO:101) 



ViTTPgAArTATTTTGTCCGCC C ACAGGAATTCGCCCTTGGTGTA TGCAGTGTGACGCCAAGTTTGACTTTCTCACCA 

GAAAGCACCACTGTCGCCGCTGCG GGAAGTGCTTCTGCGACAGGTGCTGCAGCCAGAAGGTGCCGCTGCGGCGCATG 

TGCTTTGTGGACCCCGTGCGQCAGTGCGCGGAGTGCGCCCTGGTGTCCCTCAAGGAGGCGGAGTTCTACGACAAGCA 

GCTCAAAGTGCTCCTGAGCGGAGCCACCTTCCTCGTCACGTTTGGAAACTCAGAGAAACCTGAAACTATGACTTGTC 

GTCTTTCCAATAACCAGAGATACTTGTTTCTGGATGGAGACAGCCACTATGAAATCGAAATTGTACACATTTCCACC 

GTGCAGATCCTCACAGAAGGCTTCCCTCCTGGAGAAAAAGACATTCACGCTTACACO^GCCTCCGGGGG^ 

TGCCTCTGAAGGAGGCAACGCACAGGCCACAGGCATGTTCCTGCAGTATAOVGTGCCGGGGACGGAGGGTO^ 

AGCTGAAGCTGACAGTGGTGGAGGACGTGACTGTGGGCAGGAGGCAGGCGQTGGCGTGQCTAGTGGCCATGCACAAG 

rtrTr!Pr&ar.r-TrrTf-TATr;AATC:TgGGGACCAGTA ACTCTACGTG GGGCTGAGCTTG 



A disclosed N0V16b polypeptide (SEQ ID NO: 102) encoded by SEQ ID NO:101 is 
202 amino acid residues and is presented using tiie one-letter amino acid code in Table 16D. 
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SignalP, Psort and/or Hydropathy results predict that N0V16b has no known signal peptide 
and is likely to be localized in the cytoplasm with a certainty of 0.4500. In alternative 
embodiments, N0V16b is localized to the microbody (peroxisome) with a certainty of 0.3000, 
a mitochondrial matrix space with a certainty of 0.1000, or a lysosome (lumen) with a 
certainty of 0.1000. NOV 16b has a molecular weight of 22751.9 Daltons. 



Table 16D. Encoded NO VI 6b protein sequence (SEQ ID NO : 102)- 



MQCDAKFDFLTRKHHCRRCGKCFCDRCCSQKVPLRRMCFVDPVRQCAECALVSLKEAEFTDKQL 

TFGNSEKPETMTCRLSNNQRYLFLDGDSHYEIEIVHISTVQILTEGFPPGEKDIHAyTSLRGSQPASEGGNAQAT 

GMFLQYTVPGTEGVTQLKLTVVEDVTVGRRQAVAWLVAMHKAAKLLYESRDQ 



The EYVE finger-containing phosphoinositide kinase-like gene disclosed in this 
invention maps to chromosome 14. This assignment was made using mapping information 
associated with genomic clones, public genes and ESTs sharing sequence identity with the 
disclosed sequence and CuraGen Corporation's Electronic Northern biomfonnatic tool. 
N0V16a and N0V16b are related to each other as shown in the alignment listed in Table 16E. 



16 

16-1 
16 

16-1 
16 

16-1 
16 

16-1 



Table 16E: ClustalW of NOV16 Variants 



MQCDAKFDFLTRKHHCRRCGKCFCDRCCSQKVPLRRMCFVDPVRQCAECA 
MQCDAKFDFLTRKHHCRRCGKCFCDRCCSQKVPLRRMCFTOPVROCAECA 



LVSLKEAEFYDKQLKVLLSGATFLVTFGNSEKPETMTCRLSInTNQRYLFLD 
LVSLKEAEFYDKQLKVLLSGATFLVTFGNSEKPETMTCRLSNNQRYLFLD 



100 
100 



gdshyeieivhistvqiltegfppgekdihaytslrgsqpaseggnajjjat 
gdshyeieivhistvqiltegfppgekdihaytslrgsqpaseggnaRat 



rS3 150 
150 



gmflqytvpgtegvtqlkltwedvtvgrrqavawl 

GMFLQYTVPGTEGVTQLKLTWEDVTVGRRQAVAWL" 



aiCRLP.S;SSMNLGT 200 
SaMHKaIi^IiYESR 200 



16 SNSTWG 206 
16-1 DQ 202 



15 The disclosed N0V16a amino acid sequence has homology to the amino acid 

sequences shown in the BLAST? data listed in Table 16F. 



Table 16F. BLAST results for NOV16a 


Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 1 


Expect 


Q9BQ24; 
BC005999; 
AAH05999.1; 
AAH01130 


HYPOTHETICAL 26.5 KDA 
PROTEIN (UNKNOWN) (PROTEIN 
FOR MGC:2550) . homo 
sapiens. 6/2001 


234 


169/187 
(90%) 


169/187, 
(90%) 


7e-95 


Q9D1E2 ; 
AK003661; 

BAB22923 .1 


1110013H04RIK PROTEIN, mus 
musculus. 6/2001 


212 


136/186 
(73%) 


145/186, 
(78%) 


4e-75 
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FYVl^MOUSE; 
Q9Z1T6; 
AF102777; 
AAD10191.1 


FYVE finger- containing 
phosphoinositide kinase (EC 

2.7.1.68) (1- 
phosphatidyl inositol -4- 

phosphate Jcinase) (PIP5K) 
(PTDINS (4)P-5-KINASE) 
(P235) . mus musculus. 
5/2000 


2052 

• 


35/113 
(31%) 


56/113, 
(50%) 


3e-09 


Q9HCC9 ; 

AB046d63; 

BAB13469.1 


KIAA164 3 rKUiJilW 

(FRAGMENT), homo sapiens. 
6/2001 


993 


26/47 
(55%) 


27/47, 
(57%) 


5e-09 


Q9CV01/ 

AK007036; 

BAB24835.1 


1700092A20RIK PROTEIN 
(FRAGMENT) . 


173 


23/47 
(49%) 


28/47, 
(60%) 


8e-09 



In a search of sequence databases, it was found, for example, that the NOV 16 nucleic 
acid sequence of this invention has 208 of 215 bases (96%) identical to a gb:GenBank- 
K):AK001921|acc:AK001921.1 mRNA from Homo sapiens (Homo sapiens cDNA FLJn059 
fis, clone PLACEl 004740). The fiill N0V16 amino acid sequence was found to have 37 of 
1 1 1 amino acid residues (33%) identical to, and 61 of 1 1 1 amino acid residues (54%) similar 
to, the 2052 amino acid residue ptnr:SWISSNEW-ACC:Q9ZlT6 protein from Mus musculus 
(Mouse) (FYVE finger-containing phosphoinositide kinase (EC 2.7.1.68) (1- 
phospatidylinositol-4-phdsphate kinase) (PIP5K) (PTDINS(4)P-5-KINASE) (P235)). 

The disclosed NOV 16b amino acid sequence has homology to the amino acid 
sequences shown in the BLAST? data listed in Table 16G. 



Table 16G. BLAST results for NO VI 6b 




Gene Index/ 
Identifier 


Protein/ Organism 


Length 
(aa) 


Identity 
(%) 


Positives 
(%) 


Expect 


Q9BQ24 


HYPOTHETICAL 26.5 KDA 
PROTEIN (UNKNOWN) 
(PROTEIN FOR MGC:2550). 
homo sapiens. 6/2001 


234 


183/202 
(91%) 


184/202, 
(91%) 


le-103 


Q9D1E2 


1110013H04RIK PROTEIN, 
mus musculus. 6/2001 


212 


150/202 
(74%) 


159/202, 

(79%) 


2e-83 


FYV1__M0USE 


FYVE FINGER- CONTAINING 
PHOSPHOINOSITIDE KINASE 

(EC 2.7.1.68) (1- 
PHOSPHATIDYLINOSITOL- 4 - 
PHOSPHATE KINASE) (PIP5K) 
( PTDINS ( 4 ) P- 5 - KINASE ) 
(P235) . mus musculus. 
5/2000 


2052 


35/113 
(31%) 


56/113, 
(50%) 


3e-09 


Q9HCC9 


KIAA1643 PROTEIN 
(FRAGMENT) . 


993 


26/47 
(55%) 


27/47, 
(57%) 


5e-09 


Q9CV01 


1700092A20RIK PROTEIN 
(FRAGMENT) . 


173 


23/47 
(49%) 


28/47, 
(60%) 


8e-09 



The homology of these sequences is shown graphically in the ClustalW analysis shown 



15 in Table 16H. 



Table 16H Information for the ClustalW proteins 

1) N0V16a (SEQ ID NO: 100) 
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2) NOVieb (SEQ ID NO: 102) 

3) Q9BQ24 (SEQ ID NO: 103) 

4) Q9D1E2 (SEQ ID NO: 104) 

5) Q9HCC9N-ter fragment (SEQ ID NO: 105) 

6) Q9CVQ1 (SEQ ID NO: 106) 

7) FYVl^MOUSE N-ter fragment (SEQ ID NO: 107) 



NOViea 
NOVlSb 
Q96Q24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
PYVIJMOTJSE 

N0V16a 
NOVlSb 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYV1__M0USE 

N0V16a 
NOVl6b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYVX_MOUSE 

N0V16a 
NO VI 6b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYV1_M0XJSE 

N0V16a 
N0V16b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYV1_M0USE 

N0V16a 
N0V16b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYV1_M0USE 

N0Vl6a 
N0V16b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYVl MOUSE 



1 
1 



^ 

PAERWVSVS SEEPRAPVPASVRAPERPLPGLRSARRAACRAYSGP 45 

LHHKWLNSHSGRPSTTSSPDQPS - -RSHLDDDGMPVYTDT 38 

MATDDKSSPTLDSANDLPRSPASPSHLTHFKPLTPDQDEPPFKSAYSSFV 50 



■M 



PSGLi 



MSSEV 



[GS'pg 34 

1 

JPSGLPJViBHeHE^ 34 

-MfflEI^^GsiPa ^2 

RTCPAHLPAARSALR^SLASLPATARGLgPCLRVR'PA^ 9 2 

IQQRLRQIESGHQQEVETLKKQVQELKl^LESSjYliTS^ 83 

NLFRFNKERGEGGQGEQQSPSSSWASPQIPSlgTQSVR's pH|YKK:QLNEEL 100 



LgEPQ 



E 
E 

ARAAR 
D@VMTR 



40 
1 

40 
18 
98 
90 



HRRSSVLENTgPH^STDSRRKAEPACGGHDPRTAVQLRSLSTVLKRLK 150 



■BvOgKEgRR 



[v^keHrr 

|V^KE§PR 

sBa^agaam 



CMQCDAKFDFjlTRKHHCRRCGKCFCD 
MQCDAKFDFfflTRKHHCRRCGKCFCD 
CMQCDAKFDFfflTRKHHCRRCGKCFCD 
CMQCDAKFDFQTRKHHCRRCGKCFCD 



75 
25 
75 
53 




EIMEGKSQDSDLKQ 



RCCSQKVPLRRMCFVDPVRQC. 
RCCSQKVPLRRMCFVDPVRQC 
RCCSQKVPLRRMCFVDPVRQC 
RCCSQKVPLRRMCFVDPVRQC. 
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pl 

LDSLDGR-KDPQ 
PSQQLFEgsBvgKS 
KiFlJ|GYTGD:LSAgTY| 




Ill 

61 

Ill 

89 

iVSQFRSCQjgN 168 

'SSLHPTSSSlH 161 

LRIAgjSYSHSTaSNSIGEDLNALSDS 250 



111 

61 

111 

89 

168 

161 



TCSVSlLDPSEPRTPVGSRKASRNIFLEDDIiAWQSLIHPDSSNSALSTRL 300 



KQLKVLLSGATFLVTFGNSEKPET 
KQLKVLLSGATFLVTFGNSEKPET 
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kqlkvllsgatflvtfgiHsekpet 
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mm 

I gvg 
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138 
88 
138 
116 
205 
173 
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N0V16a 
K0V16b 
Q9BQ24 
Q901E2 
Q9HCC9 
Q9CVQ1 
FyVl__MOUSB 

NOVlSa 
N0V16b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYV1_M0USB 

NOVlSa 
N0V16b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYV1_M0USE 

N0V16a 
N0Vl6b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYV1_M0USE 

N0V16a 
N0V16b 
Q9BQ24 
Q9D1E2 
Q9HCC9 
Q9CVQ1 
FYVl MOUSE 



RLSNNQR 
RLSNNQR 
RLSNNQR 
RLSNNQR 
L 



PgWFGAE 




ETTmESKiiiESAQLKDLWKKIC^ 



150 
100 
150 
128 
217 
173 
400 



GDSHWEIEI 

gdshHeiei 
gdshHeiei 

GDSHfflEIEI 




TVQILTEG 
TVQILTEG 
TVQILTEG 
TVQILTEG 



PG 


175 


PG 


125 


PG 


175 


PG 


153 




240 
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S I IMNRgpESHf^PXiAKg^ 

LVNWLIRijGigiATRAQABAIGgAMVj^ 450 



EKDIHAYTSLRGSQPA-SE 
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QSTEFSETPSPDSDSVNSVEShSEPSWFKDIKFDDSDTEQIAEEGDDNLA 500 
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qytvpgteg 
qytvpgteg 
qytvpgBe 
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173 

;kgL2SDBGgQQLSISDAFIKESLFNRRVEEKSKELPFTPLGWHHNN|E(jL 550 





5R 
JGR 

•vtbgr 

•ASGSi 



•vtS 



RQAVAWL 
RQAVAWL 
RQAVAWL 

irqaSawl 




kllyesrdq, 
kllyesrdq' 
kllyesrdq 
kllyesrdq 
yBEEd 



Y^SA^^^PVKSPREYYBQbE^^LSCETyERgLDFGaLTQj^ . . 

REiaSEEKQAMERLLSANHNHMMSLjjQQIiLQNESBsSSwSSlIVSLVC . . 



234 
202 
234 
212 
330 
173 
600 



Table 161 lists the domain description from DOMAIN analysis results against 
N0V16a. This indicates that the N0V16a sequence has properties similar to those of other 
proteins known to contain this domain. 



Table 161. Domain Analysis of NOV16a 



PFAM HMM Domain Analysis of N0V16 

Model Domain seq-f seq-t hmm-f hmm-t 



FYVE 



1/1 



49 [. 



13 



66 . . 



score E-value 
29.1 8.9e-07 



SSaorpre'cerpSl) - protein kinase rho/rac factor zinc-finger putative 

RUANINE NUCLEOTIDE EXCHANGE GEF, 23 5 aa „„,„,, , ^„ -a 

Specr= 0.00015, identity- 20/50 (40%), positive=24/50 (48%) for N0V16a: 1 to 49; 

SbjCt: 148 to 197 
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P^'^' 28902 p36 (1) YLN2_CAEEIi - HYPOTHETICAL 46.2 KD TRP-ASP REPEATS CONTAINING 

PROTEIN D2013.2 IN CHROMOSOME II. HYPOTHETICAL PROTEIN; REPEAT; WD REPEAT, 138 aa 
Expect = 0.0019, identity=14/38 (36%), positive=18/38 (47%) for N0V16a: 12 to 49; 
Sbjct: 38 to 75 

prdm:4778 p3S (5) - INHIBITOR SERINE PROTEASE CHYMOTRYPSIN/ELASTASE PROTEIN TRYPSIN 
tSOINHIBITOR ISOINHIBITORS RlOHl.l CHROMOSOME, 67 aa 

Expect = 0.053, iclentity«:l4/36 (38%), positive=21/36 (58%), for NOVlSa: 18 to 53; 

Sbjct: 13 to 48 



BLOCKS Protein Domain Analysis of N0V16a 



AC# 
BL00940B 
BL01102 
BL00518 
BL0118SD 
BL00478A 
BL00597B 



Description 
0 Gamma- thionins family proteins. 
0 Prokaryotic dksA/traR C4-type zinc finger. 
0 Zinc finger, C3HC4 type (RING finger) , protei 
0 C- terminal cystine knot proteins. 
0 LIM domain proteins. 
0 Plant lipid transfer proteins. 



Strength Score 

1324 1093 

1600 1053 

1150 1034 

1733 1026 

1037 1023 

1514 1021 



10 



A PROSITE Protein Domain Matches analysis of the NOV 16a protein suggests that 
NOV 16a has one N-glycosylation site (Pattem-DD: ASN_ glycosylation PSOOOOl (Interpro)); 
six Protein kinase C phosphorylation sites (Pattem-ID: PKC_PHOSPHO_SITE PS00005 
(hiterpro)); three Casein kinase n phosphorylation sites (Pattem-ID: CK2_PH0SPH0_SITE 
PS00006 (Interpro)); three N-myristoylation sites (Pattem-ID: MYRISTYL PS00008 
(Interpro)); and one Amidation site (Pattem-ID: AMIDATION PS00009 (Interpro)). 

Table 16J lists the domain description from DOMAIN analysis results against 
N0V16b. This indicates that the N0V16b sequence has properties similar to those of other 
proteins known to contain this domain. 



Table 16J. Domain Analysis of NO VI 6b 

ProDom Analysis 

prdia:3303 p36 (8) FGD1(2) - PROTEIN KINASE RHO/RAC FACTOR ZINC- FINGER PUTATIVE GUANINE 
NUCLEOTIDE EXCHANGE GEF, 23 5 aa 

Expect = 0,00014, identical = 20 of 50 (40%), positive = 24 of 50 (48%) 

prdm:28902 p3S (1) yi.N2_CASEIj - HYPOTHETICAL 46.2 KD TRP-ASP REPEATS CONTAINING 
PROTEIN D2013.2 IN CHROMOSOME II. HYPOTHETICAL PROTEIN; REPEAT; WD REPEAT, 138 aa 
Expect =0.0018, identical « 14 of 38 (36%), positive = 18 of 38 (47%) 

prdin:4778 p36 (5) - INHIBITOR SERINE PROTEASE CHYMOTRYPSIN/ELASTASE PROTEIN TRYPSIN 

ISOINHIBITOR ISOINHIBITORS RlOHl.l CHROMOSOME, 67 aa 

Expect = 0.051, identical = 14 of 36 (38%) , positive = 21 of 36 (58%) 

BLOCKS Proteia Domain Analysis of N0V16b 



ACS 
BL00940B 
BL01102 
BL00S18 
BL01185O 
BL00478A 
BL00597B 



Description 
Gamma- thionins family proteins. 
Prokaryotic dksA/traR C4-type zinc finger. 
Zinc finger, C3HC4 type (RING finger) , protei 
C- terminal cystine knot proteins. 
LIM domain proteins. 
Plant lipid transfer proteins. 



Strength 


Score 


1324 


1093 


1600 


1053 


1150 


1034 


1733 


1026 


1037 


1023 


1514 


1021 



PROSITE - Protein Domain Matches for Gene ID: N0V16-1 
Pattern-ID; PKC PHOSPHO_SITE PS00005 (Interpro) PDOC00005 
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6 Protein kinase C phosphorylation site 

Pattern-ID: CK2 PHOSPHO_SITE PS00006 (Interpro) PDOC00006 
3 Casein kinase""!! phosphorylation site 

Pattern-ID: MYRISTYL PS00008 (Interpro) PDOC00008 
2 N-myristoylation site 

Pattern-ID: AMIDATION PS00009 (Interpro) PDOC00009 
1 Amidation site 
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PFAM HMM Domain Analysis of N0V16b 
Model Domain seq-f seq-t 



FYVE zinc finger 1/1 



49 [. 



hram-f hmm-t 
13 66 . . 



score E-value 
29.1 8.9e-07 



In a BlastP analysis of a public database, NOV 16 a was found to have 70 of 70 
(100%) identical to, and 70 of 70 (100%) positive with, the 146 aa Human ORFX 0RF3 149 
polypeptide sequence SEQ ID NO:6298 (patp:AAB43385, Expect - L2e-36); 37 of 111 
(33%) identical to, and 61 of 1 1 1 (54%) positive with, the 2052 aa Mus sp 
phosphatidylinositoM-phosphate-S-kinase, designated p235 (patp:AAB08634, Expect - 6.9e. 
10); 21 of 47 (44%) identical to, and 25 of 47 (53%) positive with, the 195 aaHomo sapiens 
Polypeptide fragment encoded by gene 57 (patp: AAY01473, Expect = 3.5e.07); 28 of 64 
(43%) identical to, and 37 of 64 (57%) positive with, the 1235 aa Xenopus sp Smad Anchor 
for Receptor Activation protein-l (patp:AAY44751, Expect = 8.8e-07); and 18 of 47 (38%) 
identical to, and 24 of 47 (51%) positive with, the 138 aa Arabidopsis thaliana protein 
fragment SEQ ID NO: 28225 (patp:AAG24520, Expect = 3.3e-06). The Patp BLAST results 
for NOV 16a and NOV 16b are listed in Table 16K. 



15 



20 



Table 16K. Patp alignments of NOV16 



sequences producing High- scoring Segment Pairs: 



patp:AAB43385 
patp:AAB08634 
patp:AAY01473 
patp:AAY44751 
patp :AAG24 52 0 
patp:AAY44749 



Human ORFX ORF3149 polypeptide sequence SEQ 
A murine phosphatidylinositol-4-phosphate-5 . 
Polypeptide fragment encoded by gene 57 - H. 
Xenopus smad Anchor for Receptor Activation. 
Arabidopsis thaliana protein fragment SEQ I. 
Human Smad Anchor for Receptor Activation p. 





N0Vl6a 


NOVlSb 


Smallest 


Smallest 




Sum 


Sum 


High 


Prob. 


Prob. 


Score 


P(N) 


(N) 


395 


1.2e-36 


1.2e-36 


159 


6.9e-10 


6.9e-10 


129 


3.5e-07 


3 .le-07 


139 


8.8e-07 


6.7e-07 


110 


3 .3e-06 


3 .Oe-06 


134 


4.6e-06 


3.8e-06 



The homologies shown above are shared by N0Vl6b insofar as N0Vl6b is 
homologous to NOV 16a as shown in Table 16E. 

Signaling by phosphorylated species of phosphatidylinositol (PI) appears to regulate 
diverse responses in eukaryotic cells. A differential display screen for fat- and muscle-specific 
transcripts led to identification and cloning of the full-length cDNA of a novel mammaUan 
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2,052-amino-acid protein (p235) from a mouse adipocyte cDNA library. Analysis of the 
deduced amino acid sequence revealed that p235 contains an N-terminal zinc-binding FYVE 
finger, a chaperonin-like region m the middle of the molecule, and a consensus for 
phosphoinositide 5-kinases at the C terminus. p235 mRNA appears as a 9-kb transcript, 
enriched in insulin-sensitive cells and tissues, likely transcribed from a single-copy gene in at 
least two close-in-size spUce variants. Specific antibodies against mouse p235 were raised, and 
both the endogenously and heterologously expressed proteins were biochemically detected in 
3T3-L1 adipocytes and transfected COS cells, respectively. Immunofluorescence microscopy 
analysis of endogenous p235 localization in 3T3-L1 adipocytes with affinity-purified anti- 
p235 antibodies documented a punctate peripheral pattem. In COS cells, the expressed p235 
N-terminal but not the C-terminal region displayed a vesicular pattem similar to that in 3T3- 
Ll adipocytes that became diflfiise upon Zn2+ chelation or FYVE finger truncation. A 
recombinant protein comprising the N-terminal but not the C-terminal region of the molecule 
was found to bind 2.2 mole equivalents of Zn2+. Determination of the lipid kinase activity in 
the p235 immunoprecipitates derived from 3T3-L1 adipocytes or from COS cells transiently 
expressing p235 revealed that p235 displayed unique preferences for PI substrate over aheady 
phosphorylated PL In conclusion, the mouse p235 protein determines an important novel class 
of phosphoinositide kinases that seems to be targeted to specific intracellular loci by a Zn- • 
dependent mechanism. See, PMID: 9858586 

Isoforms of protein kinase B (PKB, or AKTl; 164730) are overexpressed in some 
ovarian, pancreatic, and breast cancer cells, and PKB has been shown to protect cells from 
apoptosis. Activation of PKB, which is preventable by inhibitors of phosphoinositide 3-kinase 
(see PIK3CG; 601232), is stimulated by insulin or growth factors after phosphorylation of 
PKB at thr308 and ser473. Alessi et al. (1997) biochemically purified a protein kinase, which 
they called PDKl, that phosphorylates PKB at thr308 in response to phosphotidylinositol 
3,4,5-trisphosphate (PtdIns(3,4,5)P3) or phosphotidylinositol 3,4-biphosphate (Ptdhis(3,4)P2) 
and enhances PKB activity. By microsequence analysis of the approximately 67- to 69-kD 
PDKl protein, searching an EST database, and probing a breast cancer cell line cDNA library, 
Alessi et aL (1997) isolated a cDNA encoding PDKl, also called PDPKl. Sequence analysis 
predicted that the 556-amino acid PDPKl protein contains a catalytic domain with 1 1 classic 
kinase subdomains and a C-terminal pleckstrin homology (PH) domain. Expression of 
recombinant PDPKl resulted in the activation and phosphorylation of PKB at thr308 in a 
PtdIns(3,4,5)P3- or PtdIns(3,4)P2-dependent manner via the PH domains. 
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PtdIns(3.4,5)P3 and PtdIns(3,4)P2 bind to the PH domains of PKB and PDPKl, 
causing their translocation to the membrane and leading to PKB activation. See, Stephens et 
al. Science 279: 710-714, 1998. PDPKl selectively phosphorylates the 70-kD ribosomal 
protein S6 kinase (p70-RPS6K) at thr229, which is required for its activation. See, Pullen et 
5 ai. Science 279: 707-710, 1998. Thr229 of p70-RPS6K is homologous to thr308 of the PKB 
protein. The PDPKl gene was mapped to 16pl3.3 based on its identity to a sequence located 
in the same region as the PKDl (601313) and TSC2 (191092) loci. See, Bum et al. Genome 
Res. 6: 525-537, 1996; Alessi et al, Curr. Biol. 7: 261-269, 1997; Alessi et al, Cuir. Biol. 7: 
776-789, 1997. 

1 0 The FYVE zinc finger is named after four proteins that it has been found in: Fabl , 

YOTB/ZK632.12, Vacl, and EEAl. The FYVE finger has been shown to bind two Zn2+ ions. 
The FYVE finger has eight potential zinc coordinating cysteine positions. Many members of 
this family also include two histidines in a motif R+HHC+XCG, where + represents a charged 
resiaue ana a. any icsiuuc. ooo, n iwwu-iww 
1 5 This indicates that the NOV 1 6 sequence has properties similar to those of other 

proteins known to contain this/these domain(s) and similar to the properties of these domains. 

The above defmed information for this invention suggests that these FYVE finger- 
containing phosphoinositide kinase-like N0V16 proteins may fiinction as a member of a 
"FYVE finger-containing phosphoinositide kinase-like protein family". Therefore, the NOV 16 
20 nucleic acids and proteins identified here may be usefiU in potential therapeutic applications 
. implicated in (but not limited to) various pathologies and disorders as indicated below. 

The protein similarity information, expression pattern, cellular localization, and map 
location for tiie protein and nucleic acid disclosed herein suggest that this FYVE finger- 
containing phosphoinositide kinase-like protein may have important structural and/or 
25 physiological fimctions characteristic of the FYVE finger-containing phosphoinositide kinase 
family. Therefore, the nucleic acids and proteins of the invention are usefiil in potential 
diagnostic and therapeutic applications and as a research tool. These include serving as a 
specific or selective nucleic acid or protein diagnostic and/or prognostic marker, wherein tiie 
presence or amount of the nucleic acid or the protein are to be assessed. These also include 
30 potential therapeutic appUcations such as the following: (i) a protein therapeutic, (ii) a small 
■ molecule drug target, (iii) an antibody target (therapeutic, diagnostic, drug targeting/cytotoxic 
antibody), (iv) a nucleic acid usefiil in gene tiierapy (gene delivery/gene ablation), (v) an agent 
promoting tissue regeneration in vitro and in vivo, and (vi) a biological defense weapon. 
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The nucleic acids and proteins of the invention have applications in the diagnosis 
and/or treatment of various diseases and disorders. For example, the compositions of the 
present invention will have efficacy for the treatment of patients suffering from: diabetes, 
obesity, fertility, signaling as well as other diseases, disorders and conditions. 
5 Based on the tissues in which NO VI 6 is most highly expressed; including placenta, 

spleen, prostate, kidney, pancreas, thyroid, testis, ovary, uterus, heart, lung, brain cervix, 
umbilical vein, adrenal gland, bone and others; specific uses include developing products for 
the diagnosis or treatment of a variety of diseases and disorders. Additional disease indications 
and tissue expression for NOV 1 6 is presented in Example 2. 

1 0 These materials are further useful in the generation of antibodies that bind 

immunospecifically to the novel substances of the invention for use in diagnostic and/or 
therapeutic methods. NOV 16 nucleic acids and polypeptides are further useful in the 
generation of antibodies that bind immuno-specifically to the novel NO VI 6 substances for use 
in therapeutic or diagnostic methods. These antibodies may be generated according to 

15 methods known in the art, using prediction from hydrophobicity charts, as described in the 
"Anti-NOVX Antibodies" section below. For example the disclosed NOV 16 proteins have 
multiple hydrophilic regions, each of which can be used as an immunogen. hi one 
embodiment, a contemplated NOV 16a epitope is from about amino acids 1 to 45. In 
additional embodiments, NOV 16a epitopes are from about amino acids 50 to 60, from about 

20 amino acids 75 to 1 10, from about amino acids 120 to 160 and from about amino acids 190 to 
206. to another embodiment, a NOV16b epitope is from about amino acids 1 to 45. In 
further embodunents, N0V16b epitopes are from about amino acids 50 to 70, from about 
amino acids 75 to 1 10, from about amino acids 120 to 160 and from about amino acids 180 to 
202. This novel protein also has value in development of powerful assay system for functional 

25 analysis of various human disorders, which will help in understanding of pathology of the 
disease and development of new drug targets for various disorders. 

NOVX Nucleic Acids and Polypeptides 

One aspect of the invention pertains to isolated nucleic acid molecules that encode 
NOVX polypeptides or biologically active portions thereof. Also included in the invention are 
30 nucleic acid fragments sufficient for use as hybridization probes to identify NOVX-encoding 
nucleic acids (eg., NOVX mRNAs) and fragments for use as PGR primers for the 
ampUfication and/or mutation of NOVX nucleic acid molecules. As used herein, the term 
"nucleic acid molecule" is intended to include DNA molecules (e.g., cDNA or genomic 
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DNA), RNA molecules (e.g., mRNA), analogs of the DNA or RNA generated using 
nucleotide analogs, and derivatives, fragments and homologs thereof. The nucleic acid 
molecule may be single-stranded or double-stranded, but preferably is comprised double- 
stranded DNA. 

5 An NOVX nucleic acid can encode a mature NOVX polypeptide. As used herein, a 

"mature" form of a polypeptide or protein disclosed in the present invention is the product of a 
naturally occurring polypeptide or precursor form or proprotein. The naturally occurring 
polypeptide, precursor or proprotein includes, by way of nonlimiting example, the fiiU-length 
gene product, encoded by the corresponding gene. Alternatively, it may be defined as the 
1 0 polypeptide, precursor or proprotein encoded by an ORF described herein. The product 
"mature" form arises, again by way of nonlimiting example, as a result of one or more 
naturally occurring processing steps as they may take place within the cell, or host cell, in 
which the gene product arises. Examples of such processing steps leading to a "mature" form 

of a polypeptide or protem mciuoe me cieavagc oi mc ix-iommicu iu^.<^»^^^ 

1 5 by the initiation codon of an ORF, or the proteolytic cleavage of a signal peptide or leader 
sequence. Thus a mature form arising from a precursor polypeptide or protein that has 
residues 1 to N, where residue 1 is the N-terminal methionine, would have residues 2 through 
N remaining after removal of the N-terminal methionine. Alternatively, a mature form arising 
from a precursor polypeptide or protein having residues 1 to N, in which an N-terminal signal 
20 sequence from residue 1 to residue M is cleaved, would have the residues from residue M+1 to 
residue N remaining. Further as used herein, a "mature" form of a polypeptide or protein may 
arise from a step of post-translational modification other than a proteolytic cleavage event. 
Such additional processes include, by way of non-limiting example, glycosylation, 
myristoylation or phosphorylation, hi general, a mature polypeptide or protein may result 
25 from the operation of only one of these processes, or a combination of any of them. 

The term "probes", as utilized herein, refers to nucleic acid sequences of variable 
length, preferably between at least about 1 0 nucleotides (nt), 1 00 nt, or as many as 
approximately, e.g., 6,000 nt, depending upon the specific use. Probes are used in the 
detection of identical, similar, or complementary nucleic acid sequences. Longer length 
30 probes are generally obtained fiiom a natural or recombinant source, are highly specific, and 
much slower to hybridize than shorter-length oligomer probes. Probes may be single- or 
double-stranded and designed to have specificity in PGR, membrane-based hybridization 
technologies, or ELISA-like technologies. 
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The term "isolated" nucleic acid molecule, as utilized herein, is one, which is separated 
from other nucleic acid molecules which are present in the natural source of the nucleic acid. 
Preferably, an "isolated" nucleic acid is free of sequences which naturally flank the nucleic 
acid (/.e., sequences located at the 5*- and 3*-tennini of the nucleic acid) in the genomic DNA 
5 of the organism from which the nucleic acid is derived. For example, in various embodiments, 
the isolated NOVX nucleic acid molecules can contain less than about 5 kb, 4 kb, 3 kb, 2 kb, 1 
kb, 0.5 kb or 0. 1 kb of nucleotide sequences which naturally flank the nucleic acid molecule in 
genomic DNA of the cell/tissue from which the nucleic acid is derived (e.g., brain, heart, liver, 
spleen, etc.). Moreover, an "isolated" nucleic acid molecule, such as a cDNA molecule, can 
1 0 be substantially free of other cellular material or culture medium when produced by 
recombinant techniques, or of chemical precursors or other chemicals when chemically 
synthesized. 

A nucleic acid molecule of the invention, e.g., a nucleic acid molecule having the 
nucleotide sequence SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 

15 90, 92, 100 and 102, or a complement of this aforementioned nucleotide sequence, can be 
isolated using standard molecular biology techniques and the sequence information provided 
herein. Using all or a portion of the nucleic acid sequence of SEQ ID NOS:2, 9, 1 1, 19, 27, 
35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102 as a hybridization probe, NOVX 
molecules can be isolated using standard hybridization and cloning techniques (eg., as 

20 described in Sambrook, et al, (eds.), Molecular Cloning: A Laboratory Manual 2"** 
Ed., Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 1989; and Ausubel, et 
al., (eds.), Current Protocols in Molecular Biology, John Wiley & Sons, New York, 
NY, 1993.) 

A nucleic acid of the invention can be ampUfied using cDNA, mRNA or alternatively, 
25 genomic DNA, as a template and appropriate oligonucleotide primers according to standard 
PCR amplification techniques. The nucleic acid so amplified can be cloned into an 
appropriate vector and characterized by DNA sequence analysis. Furthermore, 
oligonucleotides corresponding to NOVX nucleotide sequences can be prepared by standard 
synthetic techniques, e.g., using an automated DNA synthesizer. 
30 As used herein, the term "oligonucleotide" refers to a series of linked nucleotide 

residues, which oligonucleotide has a sufficient number of nucleotide bases to be used in a 
PCR reaction. A short oligonucleotide sequence may be based on, or designed fi-om, a 
genomic or cDNA sequence and is used to amplify, confirm, or reveal the presence of an 
identical, similar or complementary DNA or RNA in a particular cell or tissue. 
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Oligonucleotides comprise portions of a nucleic acid sequence having about 10 nt, 50 nt, or 
1 00 nt in length, preferably about 1 5 nt to 30 nt in length. In one embodiment of the 
invention, an oligonucleotide comprising a nucleic acid molecule less than 100 nt in length 
would further comprise at least 6 contiguous nucleotides SEQ ID N0S:2, 9, 1 1, 19, 27, 35, 43, 
51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, or a complement thereof. 
Oligonucleotides may be chemically synthesized and may also be used as probes. 

In another embodiment, an isolated nucleic acid molecule of the invention comprises a 
nucleic acid molecule that is a complement of the nucleotide sequence shown m SEQ ID 
N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65. 71, 73, 75, 83, 90, 92, 100 and 102, or a 
portion of this nucleotide sequence {e.g., a fragment that can be used as a probe or primer or a 
fragment encoding a biologically-active portion of an NOVX polypeptide). A nucleic acid 
molecule that is complementary to the nucleotide sequence shown SEQ ID N0S:2, 9, 1 1, 19, 
27, 35, 43, 51, 53. 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 or 102is one that is sufficiently 
complementary to the nucleotide sequence shown SEQ ID N0S:2. 9, 11. 19, 27, 35, 43, 51, 
53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 or 102that it can hydrogen bond with little or no 
mismatches to the nucleotide sequence shown SEQ ID N0S:2, 9, 1 1, 19, 27, 35, 43, 5 1, 53, 
61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, ttiereby forming a stable duplex. 

As used herein, the term "complementary" refers to Watson-Crick or Hoogsteen base 
pairing between nucleotides units of a nucleic acid molecule, and the term "binding" means 
the physical or chemical interaction between two polypeptides or compounds or associated 
polypeptides or compounds or combinations thereof. Binding includes ionic, non-ionic, van 
der Waals, hydrophobic interactions, and the like. A physical interaction can be either direct 
or indirect. Indirect interactions may be through or due to the effects of another polypeptide or 
compound. Direct binding refers to interactions that do not take place through, or due to, the 
effect of another polypeptide or compound, but instead are without other substantial chemical 
intermediates. 

Fragments provided herein are defined as sequences- of at least 6 (contiguous) nucleic 
acids or at least 4 (contiguous) amino acids, a length sufficiem to allow for specific 
hybridization in the case of nucleic acids or for specific recognition of an epitope in the case of 
amino acids, respectively, and are at most some portion less than a fiill length sequence. 
Fragments may be derived from any contiguous portion of a nucleic acid or amino acid 
sequence of choice. Derivatives are nucleic acid sequences or amino acid sequences formed 
from the native compounds either directly or by modification or partial substitution. Analogs 
are nucleic acid sequences or amino acid sequences that have a stmcture similar to, but not 
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identical to, the native compound but differs from it in respect to certain components or side 
chains. Analogs may be synthetic or from a different evolutionary origin and may have a 
similar or opposite metabolic activity compared to wild type. Homologs are nucleic acid 
sequences or amino acid sequences of a particular gene that are derived from different species. 

Derivatives and analogs may be ftiU length or other than full length, if the derivative or 
analog contains a modified nucleic acid or amino acid, as described below. Derivatives or 
analogs of the nucleic acids or proteins of the invention include, but are not limited to, 
molecules comprising regions that are substantially homologous to the nucleic acids or 
proteins of the invention, in various embodiments, by at least about 70%, 80%, or 95% 
identity (with a preferred identity of 80-95%) over a nucleic acid or amino acid sequence of 
identical size or when compared to an aligned sequence in which the alignment is done by a 
computer homology program known in the art, or whose encoding nucleic acid is capable of 
hybridizing to the complement of a sequence encoding the aforementioned proteins under 
stringent, moderately stringent, or low stringent conditions. See e.g, Ausubel, et aL, CURRENT 
Protocols in Molecular Biology, John Wiley & Sons, New York, NY, 1993, and below. 

A "homologous nucleic acid sequence" or "homologous amino acid sequence," or 
variations thereof, refer to sequences characterized by a homology at the nucleotide level or 
amino acid level as discussed above. Homologous nucleotide sequences encode those 
sequences coding for isoforms of NOVX polypeptides. Isoforms can be expressed in different 
tissues of the same organism as a result of, for example, altemative splicmg of RNA. 
Alternatively, isoforms can be encoded by diff^ent genes. In the invention, homologous 
nucleotide sequences include nucleotide sequences encoding for an NOVX polypeptide of 
species other than humans, including, but not limited to: vertebrates, and thus can include, 
frog, mouse, rat, rabbit, dog, cat cow, horse, and other organisms. Homologous nucleotide 
sequences also include, but are not limited to, naturally occurring allelic variations and 
mutations of the nucleotide sequences set forth herein. A homologous nucleotide sequence 
does not, however, faiclude the exact nucleotide sequence encoding human NOVX protein. 
Homologous nucleic acid sequences include those nucleic acid sequences that encode 
conservative amino acid substitutions (see below) in SEQ ID N0S:2, 9, 1 1, 19, 27, 35, 43, 51, 
53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, as well as a polypeptide possessing NO VX 
biological activity. Various biological ^iC\x^niiQS of the NOVX proteins are described below. 

An NOVX polypeptide is encoded by the open reading frame ("ORF") of an NOVX 
nucleic acid. An ORF corresponds to a nucleotide sequence that could potentially be translated 
into a polypeptide. A stretch of nucleic acids comprising an ORF is uninterrupted by a stop 
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codon. An ORF that represents the coding sequence for a full protein begins with an ATG 
"start" codon and terminates with one of the three "stop" codons, namely, TAA, TAG, or 
TGA. For the purposes of this invention, an ORF may be any part of a coding sequence, with 
or without a start codon, a stop codon, or both. For an ORF to be considered as a good 

5 candidate for coding for a bona fide cellular protein, a minimum size requirement is often set, 
e.g., a stretch of DNA that would encode a protein of 50 ammo acids or more. 

The nucleotide sequences detemiined from the cloning of the human NOVX genes 
allows for the generation of probes and primers designed for use in identifying and/or cloning 
NOVX homologues m other cell types, e.g. from other tissues, as well as NOVX homologues 

1 0 from other vertebrates. The probe/primer typically comprises substantially purified 

oUgonucleotide. The oUgonucleotide typically comprises a region of nucleotide sequence that 
hybridizes under stringent conditions to at least about 12, 25, 50, 100, 150, 200, 250, 300, 350 
or 400 consecutive sense strand nucleotide sequence SEQ ED N0S:2, 9, 11, 19, 27, 35, 43, 51, 

53, 61, 63, 6!>, 71, /3, /^, or lu^, ui '<xxx aim-ocuaw ouaixvi uiawwv/^^^^w ^-n^ 

15 of SEQ ID N0S:2, 9, 11, 19, 27, 35. 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92. 100 or 102; 
or of a naturally occurring mutant of SEQ ID N0S:2. 9, 1 1, 19. 27, 35, 43, 51, 53, 61, 63, 65, 
71. 73, 75, 83, 90, 92, 100 and 102. 

Probes based on the human NOVX nucleotide sequences can be used to detect 
transcripts or genomic sequences encoding the same or homologous proteins, to various 
20 embodiments, the probe further comprises a label group attached thereto, e.g. the label group 
can be a radioisotope, a fluorescent compound, an enzyme, or an enzyme co-factor. Such 
probes can be used as a part of a diagnostic test kit for identifying cells or tissues which mis- 
express an NOVX protein, such as by measuring a level of an NOVX-encoding nucleic acid in 
a sample of cells from a subject e.g., detecting NOVX mRNA levels or determining whether a 
25 genomic NOVX gene has been mutated or deleted. 

"A polypeptide having a biologically-active portion of an NOVX polypeptide" refers 
to polypeptides exhibiting activity similar, but not necessarily identical to, an activity of a 
polypeptide of the invention, including mature forms, as measured in a particular biological 
assay, with or without dose dependency. A nucleic acid fragment encoding a "biologically- 
30 active portion of NOVX" can be prepared by isolating a portion SEQ ID N0S:2, 9, 1 1, 19. 27, 
35, 43. 51, 53, 61, 63, 65, 71, 73, 75. 83, 90, 92, 100 or 102, that encodes a polypeptide having 
an NOVX biological activity (the biological activities of the NOVX proteins are described 
below), expressing the encoded portion of NOVX protein (e.g., by recombinant expression in 
vitro) and assessing the activity of the encoded portion of NOVX. 
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NOVX Nucleic Acid and Polypeptide Variants 

The invention further encompasses nucleic acid molecules that differ from the 
nucleotide sequences shown in SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 
73, 75, 83, 90, 92, 100 and 102 due to degeneracy of the genetic code and thus encode the 
same NOVX proteins as that encoded by the nucleotide sequences shown in SEQ ID N0S:2, 
9, 1 1, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102. In another 
embodiment, an isolated nucleic acid molecule of the invention has a nucleotide sequence 
encoding a protein having an amino acid sequence shown in SEQ ID N0S:1, 8, 10, 12, 18, 20, 

26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101. 

In addition to the human NOVX nucleotide sequences shown in SEQ ID N0S:2, 9, 11, 
19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, it will be appreciated by 
those skilled in the art that DNA sequence polymorphisms that lead to changes in the amino 
acid sequences of the NOVX polypeptides may exist within a population {e.g., the human 
population). Such genetic polymorphism in the NOVX genes may exist among individuals 
witliin a population due to natural allelic variation. As used herein, the terms "gene" and 
"recombinant gene" refer to nucleic acid molecules comprising an open reading frame (ORF) 
encoding an NOVX protein, preferably a vertebrate NOVX protein. Such natural allelic 
variations can typically result in 1-5% variance in the nucleotide sequence of the NOVX 
genes. Any and all such nucleotide variations and resulting amino acid polymorphisms m the 
NOVX polypeptides, which are the result of natural allelic variation and that do not alter the 
functional activity of the NOVX polypeptides, are intended to be within the scope of the 
invention. 

Moreover, nucleic acid molecules encoding NOVX proteins from other species, and 
thus that have a nucleotide sequence tliat differs from the human SEQ ID N0S:2, 9, 1 1, 19, 

27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102 are intended to be within the 
scope of the invention. Nucleic acid molecules corresponding to natural allelic variants and 
homologues of the NOVX cDNAs of the invention can be isolated based on their homology to 
the human NOVX nucleic acids disclosed herein using the human cDNAs, or a portion 
thereof, as a hybridization probe according to standard hybridization techniques under 
stringent hybridization conditions. 

Accordingly, in another embodiment, an isolated nucleic acid molecule of the 
invention is at least 6 nucleotides in length and hybridizes under stringent conditions to the 
nucleic acid molecule comprising the nucleotide sequence of SEQ ID N0S:2, 9, 1 1, 19, 27, 
35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102. In another embodiment, the 
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nucleic acid is at least 10. 25, 50, 100, 250, 500, 750, 1000, 1500, or 2000 or more nucleotides 
in length. In yet another embodiment, an isolated nucleic acid molecule of the invention 
hybridizes to the coding region. As used herein, the term "hybridizes under stringent 
conditions" is intended to describe conditions for hybridization and washing under which 
5 nucleotide sequences at least 60% homologous to each other typically remain hybridized to 
each other. 

Homologs nucleic acids encoding NOVX proteins derived from species other 
than human) or other related sequences (e.g., paralogs) can be obtained by low, moderate or 
high stringency hybridization with all or a portion of the particular human sequence as a probe 

1 0 using methods well known in the art for nucleic acid hybridization and cloning. 

As used herein, the phrase "stringent hybridization conditions" refers to conditions 
under which a probe, primer or oligonucleotide will hybridize to its target sequence, but to no 
other sequences. Stringent conditions are sequence-dependent and will be different in 
ditlereni circumsiances. i^ongcr sequences ayuiiuiz^c D^&dxiwanjr u.^ nx^s* i.wi.pw**v.v^ 1 — 

1 5 shorter sequences. Generally, stringent conditions are selected to be about 5 °C lower than the 
thermal melting point (Tm) for the specific sequence at a defined ionic strength and pH. The 
Tm is the temperature (under defined ionic strength, pH and nucleic acid concentration) at 
which 50% of the probes complementary to the target sequence hybridize to the target 
sequence at equilibrium. Since the target sequences are generally present at excess, at Tm, 

20 50% of the probes are occupied at equilibrium. Typically, stringent conditions will be those in 
which the salt concentration is less than about 1.0 M sodium ion, typically about 0.01 to 1.0 M 
sodium ion (or other salts) at 

pH 7.0 to 8.3 and the temperature is at least about 30°C for short probes, primers or 
oligonucleotides (eg., 10 nt to 50 nt) and at least about 60°C for longer probes, primers and 
25 oligonucleotides. Stringent conditions may also be achieved with the addition of destabilizing 

agents, such as formamide. 

Stringent conditions are known to those skilled in the art and can be found in Ausubel, 
et ai, (eds.), CURRENT Protocols in Molecular Biology, John Wiley & Sons, N. Y. 
(1989), 6.3.1-6.3.6. Preferably, the conditions are such that sequences at least about 65%, 
30 70%, 75%, 85%, 90%, 95%, 98%, or 99% homologous to each other typically remain 

hybridized to each other. A non-limiting example of stringent hybridization conditions are 
hybridization in a high salt buffer comprising 6X SSC, 50 mM Tris-HCl (pH 7.5), 1 mM 
EDTA, 0.02% PVP, 0.02% FicoU, 0.02% BSA, and 500 mg/ml denatured sahnon spem DNA 
at 65°C, followed by one or more washes in 0.2X SSC, 0.01% BSA at 50X. An isolated 
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nucleic acid molecule of the invention that hybridizes under stringent conditions to the 
sequences SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 
and 102, corresponds to a naturally-occurring nucleic acid molecule. As used herein, a 
"naturally-occuiring" nucleic acid molecule refers to an RNA or DNA molecule having a 
5 nucleotide sequence that occurs in nature {e.g., encodes a natural protein). 

In a second embodiment, a nucleic acid sequence that is hybridizable to the nucleic 
acid molecule comprising the nucleotide sequence of SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 
53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, or fragments, analogs or derivatives 
thereof, under conditions of moderate stringency is provided. A non-limiting example of 

10 moderate stringency hybridization conditions are hybridization in 6X SSC, 5X Denhardt's 

solution, 0.5% SDS and 100 mg/ml denatured salmon sperm DNA at 55°C, followed by one or 
more washes in IX SSC, 0.1% SDS at 37°C. Other conditions of moderate stringency that 
may be used are well-known within the art. See, e.g., Ausubel, et al (eds.), 1993, CURRENT 
Protocols in Molecular Biology, John Wiley & Sons, NY, and Kriegler, 1990; Gene 

1 5 Transfer and Expression, A Laboratory Manual, Stockton Press, NY. 

In a third embodiment, a nucleic acid that is hybridizable to the nucleic acid molecule 
comprising the nucleotide sequences SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 
71, 73, 75, 83, 90, 92, 100 and 102, or fragments, analogs or derivatives thereof, under 
conditions of low stringency, is provided. A non-limiting example of low stringency 

20 hybridization conditions are hybridization in 35% formamide, 5X SSC, 50 mM Tris-HCl (pH 
7.5), 5 mM EDTA, 0.02% PVP, 0.02% FicoU, 0.2% BSA, 100 mg/ml denatured sahnon sperm 
DNA, 10% (wt/vol) dextran sulfate at 40°C, followed by one or more washes in 2X SSC, 25 
mM Tris-HCl (pH 7.4), 5 mM EDTA, and 0.1% SDS at 50°C. Other conditions of low 
stringency that may be used are well known in the art (e.g., as employed for cross-species 

25 hybridizations). See, e.g., Ausubel, et al (eds.), 1993, CURRENT PROTOCOLS IN MOLECULAR 
Biology, John Wiley & Sons, NY, and Kriegler, 1990, Gene Transfer and Expression, A 
LABORATORY MANUAL, Stockton Press, NY; Shilo and Weinberg, 1981. Proc Natl Acad Sci 
USA 78: 6789-6792. 



30 Conservative Mutations 

In addition to naturally-occurring alleUc variants of NOVX sequences that may exist in 
, the population, the skilled artisan will further appreciate that changes can be introduced by 
mutation into the nucleotide sequences SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 
65, 71, 73, 75, 83, 90, 92, 100 and 102, thereby leading to changes in the amino acid 
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sequences of the encoded NOVX proteins, without altering the functional abihty of said 
NOVX proteins. For example, nucleotide substitutions leading to amino acid substitutions at 
"non-essential" amino acid residues can be made in the sequence SEQ TD N0S:1, 8, 10, 12, 
18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101. A 
5 "non-essential" amino acid residue is a residue that can be altered iBrom the wild-type 
sequences of the NOVX proteins without altering their biological activity, whereas an 
"essential" amino acid residue is required for such biological activity. For example, amino 
acid residues that are conserved among the NOVX proteins of the invention are predicted to be 
particularly non-amenable to alteration. Amino acids for which conservative substitutions can 
1 0 be made are well-known within the art. 

Another aspect of the invention pertains to nucleic acid molecules encoding NOVX 
proteins that contain changes in amino acid residues that are not essential for activity. Such 
NOVX proteins differ in amino acid sequence from SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 

01, OO, OJ, /I, /J, I J, OJ, yw, 7^, iwu aim iw-i j^wnviaui OU»v;^wai UvUtI^j. 

1 5 embodiment, the isolated nucleic acid molecule comprises a nucleotide sequence encoding a 
protein, wherein the protein comprises an amino acid sequence at least about 45% homologous 
to the amino acid sequences SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 
54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 and 101. Preferably, the protein encoded by the 
nucleic acid molecule is at least about 60% homologous to SEQ ID N0S:1, 8, 10, 12, 18, 20, 

20 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 and 101; more 
preferably at least about 70% homologous SEQ ID NOS:l, 8, 10, 12, 18, 20, 26, 28, 34, 36, 
42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101; stiU more preferably at 
least about 80% homologous to SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 
52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101; even more preferably at least about 

25 90% homologous to SEQ ID N0S:1, 8, 10. 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 
62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101 ; and most preferably at least about 95% 
homologous to SEQ ID N0S:1, 8, 10, 12, 18, 20, 26. 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 
70, 72. 74. 76, 82, 89, 91, 99 or 101. 

An isolated nucleic acid molecule encoding an NOVX protein homologous to the 

30 protein of SEQ ID N0S:1, 8. 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 
72, 74, 76, 82, 89, 91, 99 or 101 can be created by introducing one or more nucleotide 
substitutions, additions or deletions into the nucleotide sequence of SEQ ID N0S:2, 9, 1 1, 19, 
27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, such that one or more amino 
acid substitutions, additions or deletions are introduced into the encoded protein. 
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Mutations can be introduced into SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 
65, 71, 73, 75, 83, 90, 92, 100 and 102 by standard techniques, such as site-directed 
mutagenesis and PCR-mediated mutagenesis. Preferably, conservative amino acid 
substitutions are made at one or more predicted, non-essential amino acid residues. A 
5 "conservative amino acid substitution" is one in which the amino acid residue is replaced with 
an amino acid residue having a similar side chain. Families of amino acid residues having 
similar side chains have been defined within the art. These families include amino acids with 
basic side chains (e.g., lysine, arginine, histidine), acidic side chains (e.g., aspartic acid, 
glutamic acid), uncharged polar side chains (e.g., glycine, asparagine, glutamine, serine, 

10 threonine, tyrosine, cysteine), nonpolar side chains (e.g., alanine, valine, leucine, isoleucine, 
proline, phenylalanine, methionine, tryptophan), beta-branched side chains (e.g., threonine, 
valine, isoleucine) and aromatic side chains (e.g., tyrosine, phenylalanine, tryptophan, 
histidine). Thus, a predicted non-essential amino acid residue in the NOVX protein is 
replaced with another amino acid residue from the same side chain family. Alternatively, in 

1 5 another embodiment, mutations can be introduced randomly along all or part of an NOVX 

coding sequence, such as by saturation mutagenesis, and the resuhant mutants can be screened 
for NOVX biological activity to identify mutants that retain activity. Following mutagenesis 
SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, 
the encoded protein can be expressed by any recombinant technology known in the art and the 

20 activity of the protein can be determined. 

The relatedness of amino acid famihes may also be determined based on side chain 
interactions. Substituted amino acids may be fully conserved "strong" residues or fiilly 
conserved "weak" residues. The "strong" group of conserved amino acid residues may be any 
one of the following groups: ST A, NEQK, NHQK, NDEQ, QHRK, MILV, MILF, HY, FYW, 

25 wherein the single letter amino acid codes are grouped by those amino acids that may be 

substituted for each other. Likewise, the "weak" group of conserved residues may be any one 
of the following: CSA, ATV, SAG, STNK, STPA, SGND, SNDEQK, NDEQHK, NEQHRK, 
VLIM, HFY, wherein the letters within each group represent the single letter amino acid code. 
In one embodiment, a mutant NOVX protein can be assayed for (z) the ability to form 

30 protein:protein interactions with other NOVX proteins, other cell-surface proteins, or 

biologically-active portions thereof, («) complex formation between a mutant NOVX protein 
and an NOVX ligand; or (Hi) the ability of a mutant NOVX protein to bind to an intracellular 
target protein or biologically-active portion thereof; (e.g. avidin proteins). 
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In yet another embodiment, a mutant NOVX protein can be assayed for the ability to 
regulate a specific biological function {e,g,, regulation of insulin release). 



Antisense Nucleic Acids 

Another aspect of the invention pertains to isolated antisense nucleic acid molecules 
5 that are hybridizable to or complementary to the nucleic acid molecule comprising the 

nucleotide sequence of SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 
90, 92, 100 and 102, or fragments, analogs or derivatives thereof. An "antisense" nucleic acid 
comprises a nucleotide sequence that is complementary to a "sense" nucleic acid encoding a 
protein (e.g., complementary to the coding strand of a double-stranded cDNA molecule or 

10 complementary to an mRNA sequence). In specific aspects, antisense nucleic acid molecules 
are provided that comprise a sequence complementary to at least about 10, 25, 50, 100, 250 or 
500 nucleotides or an entire NOVX coding strand, or to only a portion thereof Nucleic acid 
molecules encodine fraements. homoloes. derivatives and analogs of an NOVX protein of 
SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 

15 82, 89, 91, 99 or 101, or antisense nucleic acids complementary to an NOVX nucleic acid 
sequence of SEQ ID N0S:2. 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 
100 and 102, are additionally provided. 

In one embodiment, an antisense nucleic acid molecule is antisense to a "coding 
region" of the codmg strand of a nucleotide sequence encoding an NOVX protein. The term 

20 "coding region" refers to the region of the nucleotide sequence comprising codons which are 
translated into amino acid residues. In another embodiment, the antisense nucleic acid 
molecule is antisense to a "noncoding region" of the coding strand of a nucleotide sequence 
encoding the NOVX protein. The tenn "noncoding region" refers to 5* and 3* sequences which 
flank the coding region that are not translated into amino acids (z.e, also referred to as 5' and 

25 3' untranslated regions). 

Given the coding strand sequences encoding the NOVX protein disclosed herein, 
antisense nucleic acids of the invention can be designed according to the rules of Watson and 
Crick or Hoogsteen base pairing. The antisense nucleic acid molecule can be complementary 
to the entire coding region of NOVX niRNA, but more preferably is an oligonucleotide that is 

30 antisense to only a portion of the coding or noncoding region of NOVX mRNA. For example, 
the antisense oligonucleotide can be complementary to the region surrounding the translation 
start site of NOVX mRNA. An antisense oligonucleotide can be, for example, about 5, 10, 15, 
20, 25, 30, 35, 40, 45 or 50 nucleotides in length. An antisense nucleic acid of the invention 
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can be constructed using chemical synthesis or enzymatic ligation reactions using procedures 
known in the art. For example, an antisense nucleic acid (e.g., an antisense oligonucleotide) 
can be chemically synthesized using naturally-occurring nucleotides or variously modified 
nucleotides designed to increase the biological stability of the molecules or to increase the 
physical stability of the duplex formed betwera the antisense and sense nucleic acids (e,g., 
phosphorothioate derivatives and acridine substituted nucleotides can be used). 

Examples of modified nucleotides that can be used to generate the antisense nucleic 
acid include: 5-fluorouracil, 5-bromouracil, 5-chlorouracil, 5-iodouracil, hypoxanthine, 
xanthine, 4-acetylcytosine, 5-(carboxyhydroxyhnethyl) uracil, 5-carboxymethylaminomethyl- 
2-thiouridine, S-carboxymethylaminomethyluracil, dihydrouracil, beta-D-galactosylqueosine, 
inosine, N6-isopentenyladenine, 1-methylguanine, 1-methylinosine, 2,2-dimethylguamne, 
2-methyladenine, 2-methylguanine, 3-methylcytosine, 5-methylcytosine, N6-adenine, 
7-methylguanine, 5-methylaminomethyluracil, 5-methoxyaminomethyl-2-thiouracil, 
beta-D-mannosylqueosine, 5'-methoxycarboxymethyluracil, 5-methoxyuracil, 

2- methylthio-N6-isopentenyladenine, uracil-5-oxyacetic acid (v), wybutoxosine, pseudouracil, 
queosine, 2-thiocytosine, 5-methyl-2-thiouracil, 2-thiouracil, 4-thiouracil, 5-methyluracil, 
uracil-5-oxyacetic acid methylester, uracil-5-oxyacetic acid (v), 5-methyl-2-thiouracil, 

3- (3-amino-3-N-2-carboxypropyl) uracil, (acp3)w, and 2,6-diaminopurine. Alternatively, the 
antisense nucleic acid can be produced biologically using an expression vector into which a 

» 

nucleic acid has been subcloned in an antisense orientation (i.e., RNA transcribed firom the 
inserted nucleic acid will be of an antisense orientation to a target nucleic acid of interest, 
described fiirther in the following subsection). 

The antisense nucleic acid molecules of the invention are typically administered to a 
subject or generated in situ such that they hybridize with or bind to cellular mRNA and/or 
genomic DNA encoding an NOVX protein to thereby inhibit expression of the protein {e,g,, by 
inhibiting transcription and/or translation). The hybridization can be by conventional 
nucleotide complementarity to form a stable duplex, or, for example, in the case of an 
antisense nucleic acid molecule that binds to DNA duplexes, through specific interactions in 
the major groove of the double helix. An example of a route of administration of antisense 
nucleic acid molecules of the invention includes direct injection at a tissue site. Alternatively, 
antisense nucleic acid molecules can be modified to target selected cells and then administered 
systemically. For example, for systemic administration, antisense molecules can be modified 
such that they specifically bind to receptors or antigens expressed on a selected cell surface 
(e.g., by linking the antisense nucleic acid molecules to peptides or antibodies that bind to cell 
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surface receptors or antigens). The antisense nucleic acid molecules can also be delivered to 
cells using the vectors described herein. To achieve sufficient nucleic acid molecules, vector 
constructs in which the antisense nucleic acid molecule is placed under the control of a strong 
pol n or pol in promoter are preferred. 
5 In yet another embodiment, the antisense nucleic acid molecule of the invention is an 

a-anomeric nucleic acid molecule. An a-anomeric nucleic acid molecule forms specific 
double-stranded hybrids with complementary RNA in which, contrary to the usual P-units, the 
strands run parallel to each other. See, e,g„ Gaultier, et aL, 1987. NucL Acids Res, 15: 
6625-6641 . The antisense nucleic acid molecule can also comprise a 
10 2'-o-methylribonucleotide (See, e.g., Inoue, et al 1987. Nucl, Acids Res. 15: 6131-6148) or a 
chimeric RNA-DNA analogue {See, e.g,, Inoue, et al., 1987. FEES Lett, 215: 327-330. 

Ribozymes and PNA Moieties 

Nucleic acid modifications include, by way of non-limiting example, modified bases, 

15 and nucleic acids whose sugar phosphate backbones are modified or derivatized. These 

modifications are carried out at least in part to enhance the chemical stability of the modified 
nucleic acid, such that they may be used, for example, as antisense binding nucleic acids in 
therapeutic applications in a subject. 

In one embodiment, an antisense nucleic acid of the invention is a ribozyme. 

20 Ribozymes are catalytic RNA molecules with ribonuclease activity that are capable of 
cleaving a single-stranded nucleic acid, such as an mRNA, to which they have a 
complementary region. Thus, ribozymes (e.g., hammerhead ribozymes as described in 
Haselhoff and Gerlach 1988. Nature 334: 585-591) can be used to catalytically cleave NOVX 
mRNA transcripts to thereby inhibit translation of NOVX mRNA. A ribozyme having 

25 specificity for an NOVX-encoding nucleic acid can be designed based upon the nucleotide 
sequence of an NOVX cDNA disclosed herein (i.e., SEQ ID N0S:2, 9, 1 1, 19, 27, 35, 43, 51, 
53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102). For example, a derivative of a 
Tetrahymena L-19 IVS RNA can be constructed in which the nucleotide sequence of the 
active site is complementary to the nucleotide sequence to be cleaved in an NOVX-encoding 

30 mRNA. See, eg., U.S. Patent 4,987,071 to Cech, et al and U.S. Patent 5,1 16,742 to Cech, et 
ai NOVX mRNA can also be used to select a catalytic RNA having a specific ribonuclease 
activity from a pool of RNA molecules. See, e.g., Bartel et ai, (1993) Science 261:141 1-1418. 

Alternatively, NOVX gene expression can be inhibited by targeting nucleotide 
sequences complementary to the regulatory region of the NOVX nucleic acid (e.g., the NOVX 
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promoter and/or enhancers) to form triple helical structures that prevent transcription of the 
NOVX gene in target cells. See, e.g., Helene, 1991. Anticancer Drug Des, 6: 569-84; Helene, 
et al 1992. Ann, N.Y. Acad. Set 660: 27-36; Maher, 1992. Bioassays 14: 807-15. 

In various embodiments, the NOVX nucleic acids can be modified at the base moiety, 

5 sugar moiety or phosphate backbone to improve, e.g. , the stability, hybridization, or solubility 
of the molecule. For example, the deoxyribose phosphate backbone of the nucleic acids can 
be modified to generate peptide nucleic acids. See, e.g.» Hyrup, et a/., 1996. BioorgMed 
Chem 4: 5-23. As used herein, the terms "peptide nucleic acids" or "PNAs" refer to nucleic 
acid mimics {e.g., DNA mimics) in which the deoxyribose phosphate backbone is replaced by 

1 0 a pseudopeptide backbone and only the four natural nucleobases are retained. The neutral 

backbone of PNAs has been shown to allow for specific hybridization to DNA and RNA under 
conditions oflow ionic strength. The synthesis ofPNA oligomers can be performed using 
standard solid phase peptide synthesis protocols as described in Hyrup, et aL, 1996. supra; 
Perry-O'Keefe, et aL, 1996. Proc. Natl. Acad. Sci. USA 93: 14670-14675. 

1 5 PNAs of NOVX can be used in therapeutic and diagnostic applications. For example, 

PNAs can be used as antisense or antigene agents for sequence-specific modulation of gene 
expression by, e.g., inducing transcription or translation arrest or inhibiting replication. PNAs 
of NOVX can also be used, for example, in the analysis of single base pair mutations in a gene 
{e.g., PNA directed PGR clamping; as artificial restriction enzymes when used in combmation 

20 with other enzymes, e.g. Si nucleases {See, Hyrup, et al., I996.st4pra); or as probes or primers 
for DNA sequence and hybridization {See, Hymp, et al., 1996, supra', Perry-O'Keefe, et al., 
1996. supra). 

In another embodiment, PNAs of NOVX can be modified, e.g., to enhance their 
stabiUty or cellular uptake, by attaching lipophilic or other helper groups to PNA, by the 

25 formation of PNA-DNA chimeras, or by the use of liposomes or other techniques of drug 

delivery loiown in the art. For example, PNA-DNA chimeras of NOVX can be generated that 
may combine the advantageous properties of PNA and DNA. Such chimeras allow DNA 
recognition enzymes {e.g, RNase H and DNA polymerases) to interact with the DNA portion 
while the PNA portion would provide high bindmg affinity and specificity. PNA-DNA 

30 chimeras can be linked using Unkers of appropriate lengths selected in terms of base stacking, 
number of bonds between the nucleobases, and orientation {see, Hyrup, et al., 1996. supra). 
The synthesis of PNA-DNA chimeras can be performed as described in Hyrup, et al, 1996. 
supra and Finn, et al, 1996. Niicl Acids Res 24: 3357-3363. For example, a DNA chain can 
be synthesized on a solid support using standard phosphoramidite coupling chemistry, and 
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modified nucleoside analogs, eg., 5 -(4-methoxytrityl)airiino-5'-deoxy-thyinidine 
phosphoramidite, can be used between the PNA and the 5' end of DNA. See, e.g., Mag, et al, 
1989. Nucl Acid Res 17: 5973-5988. PNA monomers are then coupled in a stepwise manner 
to produce a chimeric molecule with a 5' PNA segment and a 3' DNA segment. See, e.g., 
5 Finn, et aL, 1996. supra. Alternatively, chimeric molecules can be synthesized with a 5* DNA 
segment and a 3* PNA segment. See, e.g., Petersen, et al, 1975, Bioorg, Med, Chem. Lett, 5: 
1119-11124. 

In other embodiments, the oligonucleotide may include other appended groups such as 
peptides (e,g,, for targeting host cell receptors in vivo), or agents facilitating transport across 
10 the cell membrane (see, e.g., Letsinger, et al, 1989. Proc, Natl Acad, Set U,S,A, 86: 

6553'.6556; Lemaitre, et a/., 1987. Proc, Natl Acad. Set 84: 648-652; PCT Publication No. 
WO88/09810) or the blood-brain barrier (see, e.g., PCT Publication No. WO 89/10134). In 
addition, oligonucleotides can be modified with hybridization triggered cleavage agents (see, 

£, V^j<\ r%* nl 10CQ Z?f ^ Ti9^ /i yt ;/it#5P >^•0*s8.Q7^^ nr mtf^wralntin^' flc^e"^ ^ Znn, 1988. 

15 Phaiin. Res, 5: 539-549). To this end, the oligonucleotide may be conjugated to another 
molecule, eg., a peptide, a hybridization triggered cross-linking agent, a transport agent, a 
hybridization-triggered cleavage agent, and the like. 

NOVX Polypeptides 

A polypeptide according to the invention includes a polypeptide including the amino 
20 acid sequence of NOVX polypeptides whose sequences are provided in SEQ ID NOS: 1, 8, 10, 
12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101. 
The invention also includes a mutant or variant protein any of whose residues may be changed 
from the corresponding residues shown in SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 
44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101 while still encoding a protein 
25 that maintains its NOVX activities and physiological functions, or a functional fragment 
thereof. 

In general, an NOVX variant that preserves NOVX-like function includes any variant 
in which residues at a particular position in the sequence have been substituted by other amino 
acids, and fiirther include the possibility of inserting an additional residue or residues between 
30 two residues of the parent protein as well as the possibiUty of deleting one or more residues 
from the parent sequence. Any amino acid substitution, insertion, or deletion is encompassed 
by the invention. In favorable circumstances, the substitution is a conservative substitution as 
defined above. 
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One aspect of the invention pertains to isolated NOVX proteins, and biologically- 
active portions thereof, or derivatives, fragments, analogs or homologs thereof. Also provided 
are polypeptide fragments suitable for use as immunogens to raise anti-NO VX antibodies. In 
one embodiment, native NOVX proteins can be isolated from cells or tissue sources by an 
appropriate purification scheme using standard protein purification techniques. In another 
embodiment, NOVX proteins are produced by recombinant DNA techniques. Alternative to 
recombinant expression, an NOVX protein or polypeptide can be synthesized chemically 
using standard peptide synthesis techniques. 

An "isolated" or "purified" polypeptide or protein or biologically-active portion thereof 
is substantially free of cellular material or other contaminating proteins from the cell or tissue 
source from which the NOVX protein is derived, or substantially free from chemical 
precursors or other chemicals when chemically synthesized The language "substantially free 
of cellular material" includes preparations of NOVX proteins in which the protein is separated 
from cellular components of the cells from which it is isolated or recombinantly-produced. In 
one embodiment, the language "substantially free of cellular material" includes preparations of 
NOVX proteins having less than about 30% (by dry weight) of non-NOVX proteins (also 
referred to herein as a "contaminating protein"), more preferably less than about 20% of 
non-NOVX proteins, still more preferably, less than about 10% of non-NOVX proteins, and 
most preferably less than about 5% of non-NOVX proteins. When the NOVX protein or 
biologically-active portion thereof is recombinantly-produced, it is also preferably 
substantially free of culture medium, i.e., culture medium represents less than about 20%, 
more preferably less than about 1 0%, and most preferably less than about 5% of the volume of 
the NOVX protein preparation. 

The language "substantially free of chemical precursors or other chemicals" includes , 
preparations of NOVX proteins in which the protein is separated from chemical precursors or 
other chemicals that are involved in the synthesis of the protein. In one embodiment, the 
language "substantially free of chemical precursors or other chemicals" includes preparations 
of NOVX proteins having less than about 30% (by dry weight) of chemical precursors or 
non-NOVX chemicals, more preferably less than about 20% chemical precursors or 
non-NOVX chemicals, still more preferably less than about 10% chemical precursors or 
non-NOVX chemicals, and most preferably less than about 5% chemical precursors or 
non-NOVX chemicals. 

Biologically-active portions of NOVX proteins include peptides comprising amino 
acid sequences sufficiently homologous to or derived from the amino acid sequences of the 
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NOVX proteins (e.g., the amino acid sequence shown in SEQ ID NOSil, 8, 10, 12, 18, 20, 26, 
• 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101) that include 
fewer amino acids than the full-length NOVX proteins, and exhibit at least one activity of an 
NOVX protein. Typically, biologically-active portions comprise a domain or motif with at 
5 least one activity of the NOVX protein. A biologically-active portion of an NOVX protein 
can be a polypeptide which is, for example, 10, 25, 50, 100 or more amino acid residues in 
length. 

Moreover, other biologically-active portions, in which other regions of the protein are 
deleted, can be prepared by recombinant techniques and evaluated for one or more of the 

10 functional activities of a native NOVX protein. 

In an embodiment, the NOVX protein has an amino acid sequence shown SEQ ID 
N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 
91, 99 or 101. In other embodiments, the NOVX protein is substantially homologous to SEQ 
ID NOS:L 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 

15 89, 91, 99 or 101, and retains the functional activity of the protein of SEQ ID N0S:1, 8, 10, 
12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101, 
yet differs in amino acid sequence due to natural allelic variation or mutagenesis, as described 
in detail, below. Accordingly, m another embodiment, the NOVX protein is a protein that 
comprises an amino acid sequence at least about 45% homologous to the amino acid sequence 

20 SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 
82, 89, 91, 99 or 101, and retains the functional activity of the NOVX proteins of SEQ ID 
N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 
91,99 or 101. 

25 Determining Homology Between Two or More Sequences 

To determine the percent homology of two amino acid sequences or of two nucleic 
acids, the sequences are aligned for optimal comparison purposes {e.g., gaps can be introduced 
in the sequence of a first amino acid or nucleic acid sequence for optimal alignment with a 
second amino or nucleic acid sequence). The amino acid residues or nucleotides at 
30 corresponding amino acid positions or nucleotide positions are then compared. When a 

position in the first sequence is occupied by the same amino acid residue or nucleotide as the 
corresponding position in the second sequence, then the molecules are homologous at that 
position (i.e., as used herein amino acid or nucleic acid "homology" is equivalent to amino 
acid or nucleic acid "identity"). 
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The nucleic acid sequence homology may be determined as the degree of identity 
between two sequences. The homology may be determined using computer programs known 
in the art, such as GAP software provided in the GCG program package. See, Needleman and 
Wunsch, 1970. JMol Biol 48: 443-453. Using GCG GAP software with the following settmgs 

5 for nucleic acid sequence comparison: GAP creation penalty of 5.0 and GAP extension 
penalty of 0.3, the coding region of the analogous nucleic acid sequences referred to above 
exhibits a degree of identity preferably of at least 70%, 75%, 80%, 85%, 90%, 95%, 98%, or 
99%, with the CDS (encoding) part of the DNA sequence shown in SEQ ID N0S:2, 9, 1 1, 19, 
27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102. 

10 The term "sequence identity" refers to the degree to which two polynucleotide or 

polypeptide sequences are identical on a residue-by-residue basis over a particular region of 
comparison. The term "percentage of sequence identity" is calculated by comparing two 
optimally aligned sequences over that region of comparison, determining the number of 
positions at which the identical nucleic acid base (eg.. A, T, C, G, U, or I, in the case of 

1 5 nucleic acids) occurs in both sequences to yield the number of matched positions, dividing the 
number of matched positions by the total number of positions in the region of comparison (j.e., 
the window size), and multiplying the result by 100 to yield the percentage of sequence 

* 

identity. The term "substantial identity" as used herein denotes a characteristic of a 
polynucleotide sequence, wherein the polynucleotide comprises a sequence that has at least 80 
20 percent sequence identity, preferably at least 85 percent identity and often 90 to 95 percent 
sequence identity, more usually at least 99 percent sequence identity as compared to a 
reference sequence over a comparison region. 

Chimeric and Fusion Proteins 

25 The invention also provides NOVX chimeric or fusion proteins. As used herein, an 

NOVX "chimeric protein" or "fiision protein" comprises an NOVX polypeptide operatively- 
linked to a non-NOVX polypeptide. An "NOVX polypeptide" refers to a polypeptide having 
an amino acid sequence corresponding to an NOVX protein SEQ ID NOS: 1, 8, 10, 12, 18, 20, 
26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 or 101), whereas a 

30 "non-NOVX polypeptide" refers to a polypeptide having an amino acid sequence 

corresponding to a protein that is not substantially homologous to the NOVX protein, e.g., a 
protein that is different from the NOVX protein and that is derived from the same or a 
different organism. Within an NOVX ftision protein the NOVX polypeptide can correspond 
to all or a portion of an NOVX protein. In one embodiment, an NOVX fiision protein 
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comprises at least one biologically-active portion of an NOVX protein. In another 
embodiment, an NOVX fusion protein comprises at least two biologically-active portions of 
an NOVX protein. In yet another embodiment, an NOVX fusion protein comprises at least 
three biologically-active portions of an NOVX protein. Within the fusion protein, the term 

5 "operatively-linked" is intended to indicate that the NOVX polypeptide and the non-NOVX 
polypeptide are fused in-frame with one another. The non-NOVX polypeptide can be fused to 
the N-temiinus or C-terminus of the NOVX polypeptide. 

In one embodiment, the fusion protein is a GST-NOVX fusion protein in which the 
NOVX sequences are fused to the C-tenninus of the GST (glutathione S-transferase) 

10 sequences. Such fusion proteins can facilitate the purification of recombinant NOVX 
polypeptides. 

In another embodiment, the fusion protein is an NOVX protein containing a 
heterologous signal sequence at its N-temiinus. In certain host cells {e.g,, mammalian host 

ceiis), expression anu/ur sccrciiuii ui is\j\ j\. k^ull uc uiv^icii&cu imuu^i uoc va a liwiwiuiugwuo 

15 signal sequence. 

In yet another embodiment, the fusion protein is an NOVX-immunoglobulin fusion 
protein in which the NOVX sequences are fiised to sequences derived from a member of the 
immunoglobulin protein family. The NOVX-immxmoglobulin fusion proteins of the invention 
can be incorporated into pharmaceutical compositions and administered to a subject to inhibit 

20 an interaction between an NOVX Ugand and an NOVX protein on the surface of a cell, to 

thereby suppress NOVX-mediated signal transduction in vivo. The NOVX-immunoglobulin 
fusion proteins can be used to affect the bioavailability of an NOVX cognate ligand. 
Inliibition of the NOVX ligand/NOVX interaction may be useful therapeutically for both the 
treatment of proliferative and differentiative disorders, as well as modulating {e.g, promoting 

25 or inhibiting) cell survival. Moreover, the NOVX-immunoglobulin fusion proteins of the 

invention can be used as immunogens to produce anti-NOVX antibodies in a subject, to purify 
NOVX ligands, and in screening assays to identify molecules that inhibit the interaction of 
NOVX with an NOVX ligand. 

An NOVX chimeric or fusion protein of the invention can be produced by standard 

30 recombinant DNA techniques. For example, DNA fragments coding for the different 
polypeptide sequences are ligated together in- frame in accordance with conventional 
techniques, €,g., by employing blunt-ended or stagger-ended termini for ligation, restriction 
enzyme digestion to provide for appropriate tennini, filling-in of cohesive ends as appropriate, 
alkaline phosphatase treatment to avoid undesirable joining, and enzymatic ligation. In 
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another embodiment, the fusion gene can be synthesized by conventional techniques including 
automated DNA synthesizers. Alternatively, PGR amplification of gene fragments can be 
carried out using anchor primers that give rise to complementary overhangs between two 
consecutive gene fragments that can subsequently be annealed and reamplified to generate a 
5 chimeric gene sequence {see, e,g., Ausubel, et al. (eds.) CURRENT Protocols in Molecular 
Biology, John Wiley & Sons, 1992). Moreover, many expression vectors are commercially 
available that aheady encode a fusion moiety (eg., a GST polypeptide). An NOVX-encoding 
nucleic acid can be cloned into such an expression vector such that the fusion moiety is linked 
in-frame to the NOVX protein, 

10 

NOVX Agonists and Antagonists 

The invention also pertains to variants of the NOVX proteins that function as either 
NOVX agonists {i.e„ mimetics) or as NOVX antagonists. Variants of the NOVX protein can 
be generated by mutagenesis {e.g., discrete point mutation or truncation of the NOVX protein). 

1 5 An agonist of the NOVX protein can retain substantially the same, or a subset of, the 

biological activities of the naturally occurring form of the NOVX protein. An antagonist of 
the NOVX protein can inhibit one or more of the activities of the naturally occurring form of 
the NOVX protein by, for example, competitively binding to a downstream or upstream 
member of a cellular signaling cascade which includes the NOVX protein. Thus, specific 

20 biological effects can be elicited by treatment with a variant of limited function. In one 

embodiment, treatment of a subject with a variant having a subset of the biological activities 
of the naturally occurring form of the protein has fewer side effects in a subject relative to 
treatment with the naturally occurring form of the NOVX proteins. 

Variants of the NOVX proteins that function as either NOVX agonists (i.e., mimetics) 

25 or as NOVX antagonists can be identified by screening combinatorial libraries of mutants 
(e.g., truncation mutants) of the NOVX proteins for NOVX protein agonist or antagonist 
activity. In one embodiment, a variegated library of NOVX variants is generated by 
combinatorial mutagenesis at the nucleic acid level and is encoded by a variegated gene 
library, A variegated library of NOVX variants can be produced by, for example, 

30 eiizymatically ligating a mixture of synthetic oligonucleotides into gene sequences such that a 
degenerate set of potential NOVX sequences is expressible as individual polypeptides, or 
alternatively, as a set of larger fusion proteins (ag., for phage display) containing the set of 
NOVX sequences therein. There are a variety of methods which can be used to produce 
libraries of potential NOVX variants from a degenerate oligonucleotide sequence. Chemical 
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synthesis of a degenerate gene sequence can be performed in an automatic DNA synthesizer, 
and the synthetic gene then Ugated into an appropriate expression vector. Use of a degenerate 
set of genes allows for the provision, in one mixture, of all of the sequences encoding the 
desired set of potential NOVX sequences. Methods for synthesizing degenerate 
5 oligonucleotides are well-lcnown within the art. See, e.g., Narang, 1983. Tetrahedron 39: 3; 
Itakura, et aL, 1984. AwitL Rev, Biochem. 53: 323; Itakura, et al, 1984. Science 198: 1056; 
Ike, etal, 1983. Nucl Acids Res. 11: 477. 



Polypeptide Libraries 

1 0 In addition, libraries of fragments of the NOVX protein coding sequences can be used 

to generate a variegated population of NOVX fragments for screening and subsequent 
selection of variants of an NOVX protein. In one embodiment, a library of coding sequence 
fragments can be generated by treating a double stranded PGR fragment of an NOVX coding 

n.r»<ii.«o«^'^o f»Mfl-» n v^ii/^lorti^a ur^rl^f H.tt 1 on c« ii/li ^ar^i.w r».ir»lrriP o^mirc nnlv sellout ntlP.ft tjftr 

OWC^tiC'Ai^W VVll.il a IIUWAWCLOW tAlllAWA \^\JLX\AXyXV*.A%,g »T*AW*%i^*A» AAAwA>M.l^ ^WIMW wuw if^'^ 

15 molecule, denaturing the double stranded DNA, renaturing the DNA to form double-stranded 
DNA that can include sense/antisense pairs from different nicked products, removing single 
stranded portions from reforaied duplexes by treatment with S\ nuclease, and ligating the 
resultmg fragment library into an expression vector. By this method, expression libraries can 
be derived which encodes N-terminal and internal fragments of various sizes of the NOVX 

20 proteins. 

Various techniques are known in the art for screening gene products of combinatorial 
libraries made by point mutations or truncation, and for screening cDNA libraries for gene 
products having a selected property. Such techniques are adaptable for rapid screening of the 
gene libraries generated by the combinatorial mutagenesis of NOVX proteins. The most 

25 widely used techniques, which are amenable to high throughput analysis, for screening large 
gene libraries typically include cloning the gene library into repUcable expression vectors, 
transforming appropriate cells with the resulting library of vectors, and expressing the 
combinatorial genes under conditions in which detection of a desired activity facilitates 
isolation of the vector encoding the gene whose product was detected. Recursive ensemble 

30 mutagenesis (REM), a new technique that enhances the frequency of functional mutants in the 
libraries, can be used in combination with the screening assays to identify NOVX variants. 
See, e.g., Arkin and Yourvan, 1992. Proc. Natl. Acad. Sci. USA 89: 7811-7815; Delgrave, et 
aL, 1993. Protein Engineering 6:327-331. 
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Anti-NOVX Antibodies 

Also included in the invention are antibodies to NOVX proteins, or fragments of 
NOVX proteins. The term "antibody" as used herein refers to inmiunoglobulin molecules and 
immunologically active portions of immunoglobulin (Ig) molecules, z.e., molecules that 
5 contain an antigen binding site that specifically binds (immunoreacts with) an antigen. Such 
antibodies include, but are not Umited to, polyclonal, monoclonal, chimeric, single chain, Fab> 
Fab' and F(ab )2 fragments, and an Fab expression library. In general, an antibody molecule 
obtained from humans relates to any of the classes IgG, IgM, IgA, IgE and IgD, which differ 
from one another by the nature of the heavy chain present in the molecule. Certain classes 
10 have subclasses as well, such as IgGi, IgGa, and others. Furthermore, in humans, the light 
chain may be a kappa chain or a lambda chain. Reference herein to antibodies includes a 
reference to all such classes, subclasses and types of human antibody species. 

An isolated NOVX-related protein of the invention may be intended to serve as an 
antigen, or a portion or fragment thereof, and additionally can be used as an immunogen to 
1 5 generate antibodies that immunospecifically bind the antigen, using standard techniques for 
polyclonal and monoclonal antibody preparation. The fulUength protein can be used or, 
alternatively, the invention provides antigenic peptide fragments of the antigen for use as 
immunogens. An antigenic peptide fragment comprises at least 6 amino acid residues of the 
amino acid sequence of the full length protein and encompasses an epitope thereof such that an 
20 antibody raised against the peptide forms a specific immune complex with the fiill length 
protein or with any fragment that contains the epitope. Preferably, the antigenic peptide 
comprises at least 10 amino acid residues, or at least 15 amino acid residues, or at least 20 
amino acid residues, or at least 30 amino acid residues. Preferred epitopes encompassed by 
the antigenic peptide are regions of the protein that are located on its surface; commonly these 
25 are hydrophilic regions. 

In certain embodiments of the invention, at least one epitope encompassed by the 

"I 

antigenic peptide is a region of NOVX-related protein that is located on the surface of the 
protein, e.g., a hydrophiUc region. A hydrophobicity analysis of the human NOVX-related 
protein sequence will indicate which regions of a NOVX-related protein are particularly 
30 . hydrophilic and, therefore, are likely to encode surface residues useful for targeting antibody 
production. As a means for targeting antibody production, hydropathy plots showing regions 
of hydrophilicity and hydrophobicity may be generated by any method well known in the art, 
including, for example, the Kyte Doolittle or the Hopp Woods methods, either with or without 
Fourier transformation. See, e,g,, Hopp and Woods, 1981, Proc. NaL Acad. Set USA 78: 
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3824-3828; Kyte and Doolittle 1982, J. Mol Biol. 157: 105-142, each of which is incorporated 
herein by reference in its entirety. Antibodies that are specific for one or more domains within 
an antigenic protein, or derivatives, fragments, analogs or homologs thereof, are also provided 
herein. 

5 A protein of the invention, or a derivative, fragment, analog, homolog or ortholog 

thereof, may be utilized as an immunogen in the generation of antibodies that 
immunospecifically bind these protein components. 

Various procedures known within the art may be used for the production of polyclonal 
or monoclonal antibodies directed against a protein of the invention, or against derivatives, 

10 fragments, analogs homologs or orthologs thereof (see, for example, Antibodies: A Laboratory 
Manual, Harlow and Lane, 1988, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, 
NY, incorporated herein by reference). Some of these antibodies are discussed below. 
Polyclonal Antibodies 

For the production of nolvclonal antibodies, various suitable host animals (e.g., rabbit, 

15 goat, mouse or other mammal) may be immunized by one or more injections with the native 
protein, a synthetic variant thereof, or a derivative of the foregoing. An appropriate 
immunogenic preparation can contain, for example, the naturally occurring immunogenic 
protein, a chemically synthesized polypeptide representing the immimogenic protein, or a 
recombinantly expressed immunogenic protein, Furthennore, the protein may be conjugated 

20 to a second protein known to be immunogenic in the mammal being inmiunized. Examples of 
such immunogenic proteins include but are not limited to keyhole limpet hemocyanin, serum 
albumin, bovine thyroglobulin, and soybean trypsin inhibitor. The preparation can further 
include an adjuvant. Various adjuvants used to increase the immunological response include, 
but are not limited to, Freund's (complete and incomplete), mineral gels aluminum 

25 hydroxide), surface active substances {e.g,, lysolecithin, pluronic polyols, polyanions, 
peptides, oil emulsions, dinitrophenol, etc.), adjuvants usable in humans such as Bacille 
Calmette-Guerin and Corynebacterium parvum, or similar immunostimulatory agents. 
Additional examples of adjuvants which can be employed include MPL-TDM adjuvant 
(monophosphoryl Lipid A, synthetic trehalose dicorynomycolate). 

30 The polyclonal antibody molecules directed against the immunogenic protein can be 

isolated from the mammal (e.g., from the blood) and finther purified by well known 
techniques, such as affinity chromatography using protein A or protein G, which provide 
primarily the IgG fraction of unmune serum. Subsequently, or altematively, the specific 
antigen which is the target of the immunoglobulin sought, or an epitope thereof, may be 
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immobilized on a column to purify the immune specific antibody by inununoaffinity 
chromatography. Purification of immunoglobulins is discussed, for example, by D. Wilkinson 
(The Scientist, published by The Scientist, Inc., Philadelphia PA, Vol. 14, No. 8 (April 17, 
2000), pp. 25-28). 
5 Monoclonal Antibodies 

The term "monoclonal antibody** (MAb) or "monoclonal antibody composition", as 
used herein, refers to a population of antibody molecules that contain only one molecular 
species of antibody molecule consisting of a unique Ught chain gene product and a unique 
heavy chain gene product. In particular, the complementarity determining regions (CDRs) of 
10 the monoclonal antibody are identical in all the molecules of the population. MAbs thus 
contain an antigen binding site capable of immunoreacting with a particular epitope of the 
antigen characterized by a unique binding affinity for it. 

Monoclonal antibodies can be prepared using hybridoma methods, such as those 
described by Kohler and Milstein, Nature, 256:495 (1975). In a hybridoma method, a mouse, 
15 hamster, or other appropriate host animal, is typically immunized with an immunizing agent to 
eUcit lymphocytes that produce or are capable of producing antibodies that will specifically 
bind to the immunizing agent. Altematively, the lymphocytes can be immunized in vitro. . 

The immunizing agent will typically include the protein antigen, a firagment thereof or 
a fiision protein thereof Generally, either peripheral blood lymphocytes are used if cells of 

r 

20 human origin are desired, or spleen cells or lymph node cells are used if non-human 

mammalian sources are desired. The lymphocytes are then fiised with an immortalized cell 
line using a suitable fusing agent, such as polyethylene glycol, to form a hybridoma cell 
(Coding, Monoclonal Anttoodies: Principles and Practice, Academic Press, (1986) pp. 
59-103). Immortalized cell Unes are usually transformed mammalian cells, particularly 

25 myeloma cells of rodent, bovine and human origin. Usually, rat or mouse myeloma cell lines 
are employed. The hybridoma cells can be cultured in a suitable culture medium that 
preferably contains one or more substances that inhibit the growth or survival of the unfused, 
immortalized cells. For example, if the parental cells lack the enzyme hypoxanthine guanine 
phosphoribosyl transferase (HGPRT or HPRT), the culture medium for the hybridomas 

30 typically will include hypoxanthine, aminopterin, and thymidine ("HAT medium"), which 
substances prevent the growth of HGPRT-deficient cells. 

Preferred immortalized cell lines are those that fuse efficiently, support stable high 
level expression of antibody by the selected antibody-producing cells, and are sensitive to a 
medium such as HAT medium. More preferred immortalized cell lines are murine myeloma 
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lines, which can be obtained, for instance, from the Salk Institute Cell Distribution Center, San 
Diego, California and the American Type Culture Collection, Manassas, Virginia. Human 
myeloma and mouse-human heteromyeloma cell lines also have been described for the 
production of human monoclonal antibodies (Kozbor, J, Immunol^ 133:3001 (1984); Brodeur 

5 et ai^ Monoclonal Antibody Production Techniques and Appucations, Marcel 

Deklcer, Inc., New York, (1987) pp. 51-63). 

The culture medium in which the hybridoma cells are cultured can then be assayed for 
the presence of monoclonal antibodies directed against the antigen. Preferably, the binding 
specificity of monoclonal antibodies produced by the hybridoma cells is determined by 
10 immunoprecipitation or by an in vitro binding assay, such as radioimmunoassay (RIA) or 
enzyme-linked immunoabsorbent assay (ELISA). Such techniques and assays are known in 
the art. The binding affinity of the monoclonal antibody can, for example, be determined by 
the Scatchard analysis of Munson and Pollard, Anal, Biochem,, 107:220 (1980). Preferably, 

15 are isolated. 

After the desired hybridoma cells are identified, the clones can be subcloned by 
limiting dilution procedures and grown by standard methods. Suitable culture media for this 
purpose include, for example, Dulbecco's Modified Eagle's Medium and RPMI-1640 medium. 
Altematively, the hybridoma cells can be grown in vivo as ascites in a mammal. 

20 The monoclonal antibodies secreted by the subclones can be isolated or purified firom 

the culture medium or ascites fluid by conventional immunoglobulin purification procedures 
such as, for example, protein A-Sepharose, hydroxylapatite chromatography, gel 
electrophoresis, dialysis, or afSnity chromatography. 

Tlie monoclonal antibodies can also be made by recombinant DNA methods, such as 

25 those described in U.S. Patent No. 4,816,567. DNA encoding the monoclonal antibodies of 
the invention can be readily isolated and sequenced using conventional procedures (e.g., by 
using oligonucleotide probes that are capable of binding specifically to genes encoding the 
heavy and light chains of murine antibodies). The hybridoma cells of the invention serve as a 
preferred source of such DNA. Once isolated, the DNA can be placed into expression vectors, 

30 which are then transfected into host cells such as simian COS cells, Chinese hamster ovary 
(CHO) cells, or myeloma cells that do not otherwise produce immunoglobulin protein, to 
obtain the synthesis of monoclonal antibodies in the recombinant host cells. The DNA also 
can be modified, for example, by substituting the coding sequence for human heavy and light 
chain constant domains in place of the homologous murine sequences (U.S. Patent No. 
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4,816,567; Morrison, Nature 368, 812-13 (1994)) or by covalently joining to the 
immunoglobulin coding sequence all or part of the coding sequence for a non-immunoglobulin 
polypeptide. Such a non-immunoglobulin polypeptide can be substituted for the constant 
domains of an antibody of the invention, or can be substituted for the variable domains of one 
5 antigen-combining site of an antibody of the invention to create a chimeric bivalent antibody. 

Humanized Antibodies 

The antibodies directed against the protein antigens of the invention can further 
comprise humanized antibodies or human antibodies. These antibodies are suitable for 
administration to humans without engendering an immune response by the human against the 

10 administered immunoglobulin. Humanized forms of antibodies are chimeric immunoglobulins, 
immunoglobulin chams or fragments thereof (such as Fv, Fab, Fab', F(ab*)2 or other antigen- 
binding subsequences of antibodies) that are principally comprised of the sequence of a human 
immunoglobulin, and contain minimal sequence derived from a non-human immunoglobulin. 
Humanization can be performed following the method of Winter and co-workers (Jones et aL, 

15 Natu?'e, 321:522-525 (1986); Riechmann etal., Natt4re, 332:323-327 (1988); Verhoeyen et aL, 
Science, 239:1534-1536 (1988)), by substituting rodent CDRs or CDR sequences for the 
corresponding sequences of a human antibody. (See also U.S. Patent No. 5,225,539.) In some 
instances, Fv framework residues of the human immunoglobulin are replaced by 
corresponding non-human residues. Humanized antibodies can also comprise residues which 

20 are found neither in the recipient antibody nor in the imported CDR or framework sequences. 
In general, the humanized antibody will comprise substantially all of at least one, and typically 
two, variable domains, in which all or substantially all of the CDR regions correspond to those 
of a non-human immunoglobulin and all or substantially all of the framework regions are 
those of a human immunoglobulin consensus sequence. The humanized antibody optimally v 

25 also will comprise at least a portion of an immunoglobulin constant region (Fc), typically tliat 
of a human immunoglobulin (Jones et a/., 1986; Riechmann et al, 1988; and Presta, Curr. Op. 
Struct Biol, 2:593-596 (1992)): 
Human Antibodies 

Fully human antibodies relate to antibody molecules in which essentially the entire 
30 sequences of both the Ught chain and the heavy chain, including the CDRs, arise from human 
genes. Such antibodies are teraied "human antibodies", or "frilly human antibodies" herein. 
Human monoclonal antibodies can be prepared by the trioma technique; the human B-cell 
hybridoma technique (see Kozbor, et a/., 1983 Immunol Today 4: 72) and the EBV hybridoma 
technique to produce human monoclonal antibodies (see Cole, et al, 1985 In: Monoclonal 
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ANTffiODiES AND CANCER THERAPY, Alan R. Liss, Inc., pp. 77-96). Human monoclonal 
antibodies may be utilized in the practice of the present invention and may be produced by 
using human hybridomas (see Cote, et aL, 1983. Proc Natl Acad Sci USA 80: 2026-2030) or 
by transforming human B-cells with Epstein Barr Virus in vitro (see Cole, et aL, 1985 In: 
5 Monoclonal Antibodies and Cancer Therapy, Alan R. Liss, Inc., pp. 77-96). 

In addition, human antibodies can also be produced using additional techniques, 
including phage display libraries (Hoogenboom and Winter, J. MoL Biol., 227:381 (1991); 
Marks et al, J, Mol Biol, 222:581 (1991)). Similarly, human antibodies can be made by 
introducing human immunoglobulin loci into transgenic animals, mice in which the 
10 endogenous inmnmoglobulin genes have been partially or completely inactivated. Upon 
challenge, himian antibody production is observed, which closely resembles that seen in 
humans in all respects, including gene rearrangement, assembly, and antibody repertoire. This 
approach is described, for example, in U.S. Patent Nos. 5,545,807; 5,545,806; 5,569,825; 

15 • Lonberg^/^/.(Mz/wr^ 368 856-859 (1994)); Monison (A^a/wre 368, 812-13 (1994)); 

Fishwild et aU{ Nature Biotechnology 14, 845-51 (1996)); Neuberger {Nature Biotechnology 
14, 826 (1996)); and Lonberg and Huszar {Intern. Rev, Immunol 13 65-93 (1995)). 

Human antibodies may additionally be produced using transgenic nonhuman animals 
which are modified so as to produce fully human antibodies rather than the animal's 

20 endogenous antibodies in response to challenge by an antigen. (See FCT publication 

WO94/02602). The endogenous genes encoding die heavy and light immunoglobulin chains in 
the nonhuman host have.been incapacitated, and active loci encoding human heavy and light 
chain immunoglobulins are inserted into the host's genome. The human genes are 
incorporated, for example, using yeast artificial chromosomes containing the requisite human 

25 DNA segments. An animal which provides all the desired modifications is then obtained as 
progeny by crossbreeding intermediate transgenic animals containing fewer than the full 
complement of the modifications. The preferred embodiment of such a nonhuman animal is a 
mouse, and is termed the Xenomouse as disclosed in PCT publications WO 96/33735 and 
WO 96/34096. This animal produces B cells which secrete fully human immunoglobuhns. 

30 The antibodies can be obtained directly from the animal after immunization with an 

immunogen of interest, as, for example, a preparation of a polyclonal antibody, or alternatively 
from immortalized B cells derived from the animal, such as hybridomas producing 
monoclonal antibodies. Additionally, the genes encoding the immunoglobulins with human 
variable regions can be recovered and expressed to obtain the antibodies directly, or can be 

162 



8NSCXXI0: <WO 0216599A2,I.> 



wo 02/16599 PCT/USOl/26510 

further modified to obtain analogs of antibodies such as, for example, single chain Fv 
molecules. 

An example of a method of producing a nonhum. .n host, exemplified as a mouse, 
lacking expression of an endogenous immunoglobulin heavy chain is disclosed in U.S. Patent 

5 No. 5,939,598. It can be obtained by a method including deleting the J segment genes from at 
least one endogenous heavy chain locus in an embryonic stem cell to prevent rearrangement of 
the locus and to prevent fomiation of a transcript of a rearranged immunoglobulin heavy chain 
locus, the deletion being effected by a targeting vector containing a gene encoding a selectable 
marker; and producing from the embryonic stem cell a transgenic mouse whose somatic and 

10 germ cells contain the gene encoding the selectable marker. 

A method for producing an antibody of interest, such as a human antibody, is disclosed 
in U.S. Patent No. 5,916,771. It includes introducing an expression vector that contains a 
nucleotide sequence encoding a heavy chain into one mammalian host cell in culture, 
introducing an expression vector containing a nucleotide sequence encoding a light chain into 

15 another mammalian host cell, and fusing the two cells to form a hybrid cell. The hybrid cell 
expresses an antibody containing the heavy chain and the light chain. 

In a further improvement on this procedure, a method for identifying a clinically 
relevant epitope on an immunogen, and a conelative method for selecting an antibody that 
binds immunospecifically to the relevant epitope with high affinity, are disclosed in PCT 

20 publication WO 99/53049. 

Fab Fragments and Single Chain Antibodies 

According to the invention, techniques can be adapted for the production of 
single-chain antibodies specific to an antigenic protein of the invention (see e.g., U.S. Patent 
No. 4,946,778). In addition, methods can be adapted for the construction of Fab expression 

25 libraries (see e.g., Huse, et al., 1989 Science 246: 1275-1281) to allow rapid and effective 
identification of monoclonal Fab firagments with the desired specificity for a protein or 
derivatives, fragments, analogs or homplogs thereof Antibody fragments that contain the 
idiotypes to a protein antigen may be produced by techniques known in the art including, but 
not limited to: (i) an F(ab )2 fragment produced by pepsin digestion of an antibody molecule; (ii) 

30 an Fab fragment generated by reducing the disulfide bridges of an F(ab')2 fragment; (iii) an Fab 
fragment generated by the treatment of the antibody molecule with papain and a reducing 
agent and (iv) Fy fragments. 
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Bispecific Antibodies 

Bispecific antibodies are monoclonal, preferably human or humanized, antibodies that 
have binding specificities for at least two different antigens. In the present case, one of the 
binding specificities is for an antigenic protein of the invention. The second binding target is 
5 any other antigen, and advantageously is a cell-surface protein or receptor or receptor subunit. 

Methods for making bispecific antibodies are known in the art. Traditionally, the 
recombinant production of bispecific antibodies is based on the co-expression of two 
immunoglobulin heavy-chain/light-chain pairs, where the two heavy chains have different 
specificities (Milstein and Cuello, Nature^ 305:537-539 (1983)). Because of the random 
10 assortment of immunoglobulin heavy and light chains, these hybridomas (quadromas) produce 
a potential mixture often different antibody molecules, of which only one has the correct 
bispecific structure. The purification of the correct molecule is usually accomplished by 
affinity chromatography steps. Similar procedures are disclosed in WO 93/08829, published 

n\/fflvlQQ^ nnH in TrfliinprVpr ^/ 1QQ1 /TAy/ftn f 1 0-'^i^^^-'^/^^Q 

1 5 Antibody variable domains with the desired binding specificities (antibody-antigen 

combining sites) can be fiised to immunoglobulin constant domain sequences. The fiision 
preferably is with an immunoglobulin heavy-chain constant domain, comprising at least part 
of the hinge, CH2, and CH3 regions. It is preferred to have the first heavy-chain constant 
region (CHI) containing the site necessary for Ught-chain binding present in at least one of the 

20 fiisions. DNAs encoding the immunoglobulin heavy-chain fiisions and, if desired, the 
immunoglobulin light chain, are inserted into separate expression vectors, and are co- 
transfected into a suitable host organism. For fiuther details of generating bispecific 
antibodies see, for example, Suresh et al.^ Methods in Enzymologyy 121:210(1 986). 

According to another approach described in WO 96/2701 1, the interface between a pan 

25 of antibody molecules can be engineered to maximize the percentage of heterodimers which 
are recovered firom recombinant cell culture. The preferred interface comprises at least a part 
of the CH3 region of an antibody constant domain. In this method, one or more small amino 
acid side chains firom the interface of the first antibody molecule are replaced with larger side 
chains (e.g. tyrosine or tryptophan). Compensatory "cavities" of identical or similar size to the 

30 large side chain(s) are created on the interface of the second antibody molecule by replacing 
large amino acid side chains with smaller ones (e.g. alanine or threonine). This provides a 
mechanism for increasing the yield of the heterodimer over other unwanted end-products such 
as homodimers. 
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Bispecific antibodies can be prepared as full length antibodies or antibody fragments 
{e.g. F(ab')2 bispecific antibodies). Techniques for generating bispecific antibodies from 
antibody fragments have been described in the literature. For example, bispecific antibodies 
can be prepared using chemical linkage, Brennan et aL, Science 229:81 (1985) describe a 
5 procedure wherein intact antibodies are proteolytically cleaved to generate F(ab')2 fragments. 
These fragments are reduced in the presence of the dithiol complexing agent sodium arsenite 
to stabilize vicinal dithiols and prevent intennolecular disulfide formation. The Fab* 
fragments generated are then converted to thionitrobenzoate (TNB) derivatives. One of the 
Fab'-TNB derivatives is then reconverted to the Fab'-thiol by reduction with 

10 mercaptoethylamine and is mixed with an equimolar amount of the other Fab'-TNB derivative 
to form the bispecific antibody. The bispecific antibodies produced can be used as agents for 
the selective immobilization of enzymes. 

Additionally, Fab' fragments can be directly recovered from E. coli and chemically 
coupled to form bispecific antibodies. Shalaby a/., J. Exp, Med 175:217-225 (1992) 

15 describe the production of a fiilly humanized bispecific antibody F(ab')2 molecule. Each Fab' 
fragment was separately secreted from E. coli and subjected to directed chemical coupling in 
vitro to form the bispecific antibody. The bispecific antibody thus formed was able to bind to 
cells overexpressing the ErbB2 receptor and nomial human T cells, as well as trigger the lytic 
activity of human cytotoxic lymphocytes against human breast tumor targets. 

20 Various techniques for making and isolating bispecific antibody fragments directly 

from recombinant cell culture have also been described. For example, bispecific antibodies 
have been produced using leucine zippers. Kostelny et al, J. Immunol 148(5):1547-1553 
(1992). The leucine zipper peptides from the Fos and Jun proteins were linked to the Fab' 
portions of two different antibodies by gene fusion. The antibody homodimers were reduced 

25 at the hinge region to form monomers and then re-oxidized to form the antibody heterodimers. 
This method can also be utilized for the production of antibody homodimers. The "diabody" 
technology described by HoUinger et a/., Proa, Natl Acad, Set USA 90:6444-6448 (1993) has 
provided an alternative mechanism for making bispecific antibody fragments. The fragments 
comprise a heavy-chain variable domain (Vh) connected to a light-chain variable domain (Vl) 

30 by a linker which is too short to allow pairing between the two domains on the same chain. 
Accordingly, the Vh and Vl domains of one fragment are forced to pair with the 
complementary Vl and Vh domains of another fragment, thereby forming two antigen-binding 
sites. Another strategy for making bispecific antibody fragments by the use of single-cham Fv 
(sFv) dimers has also been reported. See, Gruber et a/., 7. Immunol 152:5368 (1994). 
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Antibodies with more than two valencies are contemplated. For example, trispecific 
antibodies can be prepared. TntXetaL, J. Immunol, 147:60(1991). 

Exemplary bispecific antibodies can bind to two different epitopes, at least one of 
which originates in the protein antigen of the invention. Alternatively, an anti-antigenic arm 
of an immunoglobulin molecule can be combined with an arm which binds to a triggering 
molecule on a leukocyte such as a T-cell receptor molecule (e.g, CD2, CDS, CD28, or B7), or 
Fc receptors for IgG (FcyR), such as FcyRI (CD64), FcyRII (CD32) and FcyRIII (CD 16) so as 
to focus cellular defense mechanisms to the cell expressing the particular antigen. Bispecific 
antibodies can also be used to direct cytotoxic agents to cells which express a particular 
antigen. These antibodies possess an antigen-binding arm and an arm which binds a cytotoxic 
agent or a radionuclide chelator, such as EOTUBE, DPTA, DOTA, or TETA. Another 
bispecific antibody of interest binds the protein antigen described herein and fiirther binds 
tissue factor (TF). 

o'>*i.i.iioo4:a A.n.f.iHnrl.ioe 
'*.«:%^tiw« w«;vuj Mg«««;v> ira:«ji«.AHy w%*mv«9 

Heteroconjugate antibodies are also within the scope of the present invention. 
Heteroconjugate antibodies are composed of two covalently joined antibodies. Such 
antibodies have, for example, been proposed to target inmiune system cells to unwanted cells 
(U.S. Patent No. 4,676,980), and for treatment of HIV infection (-W0 91/00360; WO 
92/200373; EP 03089). It is contemplated that the antibodies can be prepared in vitro using 
known methods in synthetic protein chemistry, including those involving crosslinking agents. 
For example, immunotoxins can be constructed using a disulfide exchange reaction or by 
forming a thioether bond. Examples of suitable reagents for this purpose include iminothiolate 
and methyl-4-mercaptobutyrimidate and those disclosed, for example, in U.S. Patent No. 
4,676,980. 

Effector Function Engineering 

It can be desirable to modify the antibody of the invention with respect to effector 
function, so as to enhance, e.g., the effectiveness of the antibody in treating cancer. For 
example, cysteine residue(s) can be introduced into the Fc region, thereby allowing interchain 
disulfide bond formation in this region. The homodimeric antibody thus generated can have 
improved internalization capability and/or increased complement-mediated cell killing and 
antibody-dependent cellular cytotoxicity (ADCC). See Caron et aL, J. Exp Med., 176: 1 191- 
1 195 (1992) and Shopes, J. Immunol, 148: 2918-2922 (1992). Homodimeric antibodies with 
enhanced anti-tumor activity can also be prepared using heterobifunctional cross-linkers as 
described in Wolff al. Cancer Research, 53: 2560-2565 (1993). Alternatively, an antibody 
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can be engineered that has dual Fc regions and can thereby have enhanced complement lysis 
and ADCC capabiUties. See Stevenson et al, Anti-Cancer Drug Design, 3: 219-230 (1989). 
Immunoconjugates 

The invention also pertains to immunoconjugates comprismg an antibody conjugated 

5 to a cytotoxic agent such as a chemotherapeutic agent, toxin {e.g,^ an enzymatically active 
toxin of bacterial, fungal, plant, or animal origin, or fragments thereof), or a radioactive 
isotope (/.^., a radioconjugate). 

Chemotherapeutic agents useful in the generation of such immunoconjugates have 
been described above. Enzymatically active toxins and fragments thereof that can be used 

10 include diphtheria A chain, nonbinding active fragments of diphtheria toxin, exotoxin A chain 
(from Pseudomonas aeruginosa), ricin A chain, abrin A chain, modeccin A chain, alpha-sarcin, 
Aleurites fordii proteins, diauthin proteins, Phytolaca americana proteins (PAPI, PAPII, and 
PAP-S), momordica charantia inhibitor, curcin, crotin, sapaonaria officinaUs inhibitor, 
gelonin, mitogellin, restrictocin, phenomycin, enomycin, and the tricothecenes. A variety of 

15 radionuclides are available for the production of radioconjugated antibodies. Examples 
include ^^^Bi, ^^^I, V ''Y, and ^^^Re. 

Conjugates of the antibody and cytotoxic agent are made using a variety of 
bifimctional protein-coupUng agents such as N-succinimidyl-3-(2-pyridyldithiol) propionate 
(SPDP), iminothiolane (IT), bifimctional derivatives of imidoesters (such as dimethyl 

20 adipimidate HCL), active esters (such as disuccinimidyl suberate), aldehydes (such as 

glutareldehyde), bis-azido compounds (such as bis (p-azidobenzoyl) hexanediamine), bis- 
diazonium derivatives (such as bis-(p-diazoniumbenzoyl)-ethylenediamine), diisocyanates 
(such as tolyene 2,6-diisocyanate), and bis-active fluorine compounds (such as 1,5-difluoro- 
2,4-dinitrobenzene). For example, a ricin immunotoxin can be prepared as described in 

25 Vitetta et a/.. Science, 238: 1098 (1987). Carbon- 14-labeled l.isothiocyanatobenzyl-3- 

methyldiethylene triaminepentaacetic acid (MX-DTPA) is an exemplary chelating agent for 
conjugation of radionucleotide to the antibody. See W094/1 1026. 

In another embodiment, the antibody can be conjugated to a "receptor" (such 
streptavidin) for utilization in tumor pretargeting wherein the antibody-receptor conjugate is 

30 administered to the patient, followed by removal of unbound conjugate from the circulation 
using a clearing agent and then administration of a "Ugand" (e.g., avidin) that is in turn 
conjugated to a cytotoxic agent. 
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In one embodiment, methods for the screening of antibodies that possess the desired 
specificity include, but are not limited to, enzyme-linked immunosorbent assay (ELIS A) and 
other inuriunologically-mediated techniques known within the art. In a specific embodiment, 
selection of antibodies that are specific to a particular domain of an NO VX protein is 
5 facilitated by generation of hybridomas that bind to the fragment of an NOVX protein 

possessing such a domain. Thus, antibodies that are specific for a desired domain witliin an 
NOVX protein, or derivatives, fragments, analogs or homologs thereof, are also provided 
herein. 

Anti-NOVX antibodies may be used in methods known within the art relating to the 
10 localization and/or quantitation of an NOVX protein (eg., for use in measuring levels of the 
NOVX protein within appropriate physiological samples, for use in diagnostic methods, for 
use in imaging the protein, and the like). In a given embodiment, antibodies for NOVX 
proteins, or derivatives, fragments, analogs or homologs thereof, that contain the antibody 

u^rivcu umuiii^ uuiiiaiii, ai« uiiilZcu od puaiiuacuiugiuau^-aClivc vuiiipOunuo ^ncrciiiaiici 

15 "Therapeutics"). 

An anti-NOVX antibody (e.g., monoclonal antibody) can be used to isolate an NOVX 
polypeptide by standard techniques, such as affinity chromatography or immunoprecipitation. 
An anti-NOVX antibody can facilitate the purification of natural NOVX polypeptide from 
cells and of recombinantly-produced NOVX polypeptide expressed in host cells. Moreover, 

20 an anti-NOVX antibody can be used to detect NOVX protein {e.g., in a cellular lysate or cell 
supernatant) in order to evaluate the abundance and pattem of expression of the NOVX 
protein. Anti-NOVX antibodies can be used diagnostically to monitor protein levels in tissue 
as part of a clinical testing procedure, e.g., to, for example, determine the efficacy of a given 
treatment regimen. Detection can be facilitated by coupling {i.e., physically linking) the 

25 antibody to a detectable substance. Examples of detectable substances include various 
enzymes, prosthetic groups, fluorescent materials, luminescent materials, bioluminescent 
materials, and radioactive materials. Examples of suitable enzymes include horseradish 
peroxidase, alkaline phosphatase, P-galactosidase, or acetylcholinesterase; examples of 
suitable prosthetic group complexes include streptavidin^iotin and avidin/biotin; examples of 

30 suitable fluorescent materials include xunbelliferone, fluorescein, fluorescein isothiocyanate, 
rhodamine, dichlorotriazinylamine fluorescein, dansyl chloride or phycoerythrin; an example 
of a luminescent material includes luminol; examples of bioluminescent materials include 
luciferase, luciferin, and aequorin, and examples of suitable radioactive material include 
'^•l, or ^H. 
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NOVX Recombinant Expression Vectors and Host Cells 

Another aspect of the invention pertains to vectors, preferably expression vectors, 
containing a nucleic acid encoding an NOVX protein, or derivatives, fragments, analogs or 
5 homologs thereof. As used herein, the term "vector" refers to a nucleic acid molecule capable 
of transporting another nucleic acid to which it has been linked. One type of vector is a 
"plasmid", which refers to a circular double stranded DNA loop into which additional DNA 
segments can be ligated. Another type of vector is a viral vector, wherein additional DNA 
segments can be ligated into the viral genome. Certain vectors are capable of autonomous 
1 0 replication in a host cell into which tiiey are introduced (e.g. , bacterial vectors having a 
bacterial origin of replication and episomal mammalian vectors). Otiier vectors {e.g., 
non-episomal mammalian vectors) are integrated into the genome of a host cell upon 
inti-oduction into the host cell, and thereby are replicated along with tiie host genome. 
Moreover, certain vectors are capable of directing the expression of genes to which they are 
1 5 operatively-hnked. Such vectors are referred to herein as "expression vectors". In general, 
expression vectors of utility in recombinant DNA techniques are often in the form of plasmids. 
In the present specification, "plasmid" and "vector" can be used interchangeably as the 
plasmid is the most commonly used form of vector. However, the invention is intended to 
include such other forms of expression vectors, such as viral vectors ie.g., repUcation defective 
20 retiroviruses, adenoviruses and adeno-associated viruses), which serve equivalent fimctions. 

The recombinant expression vectors of the invention comprise a nucleic acid of the 
invention in a forni suitable for expression of the nucleic acid in a host cell, which means that 
the recombinant expression vectors include one or more regulatory sequences, selected on the 
basis of the host cells to be used for expression, that is operatively-linked to the nucleic acid 
25 sequence to be expressed. Within a recombinant expression vector, "operably-linked" is 
intended to mean that the nucleotide sequence of interest is linked to tiie regulatory 
sequence(s) in a manner that allows for expression of tiie nucleotide sequence in an in 
vitro transcription/ti^lation system or in a host cell when the vector is introduced into the 
host cell). 

30 The term "regulatory sequence" is intended to includes promoters, enhancers and o±et 

expression control elements (e.g., polyadenylation signals). Such regulatory sequences are 
described, for example, in Goeddel, Gene Expression Technology: Methods in 
ENZYMOLOGY 185, Academic Press, San Diego, CaUf. (1990). Regulatory sequences include 
those that direct constitiitive expression of a nucleotide sequence in many types of host cell 
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and those that direct expression of the nucleotide sequence only in certain host cells (e.g., 
tissue-specific regulatory sequences). It will be appreciated by those skilled in the art that the 
design of the expression vector can depend on such factors as the choice of the host cell to be 
transformed, the level of expression of protein desired, etc. The expression vectors of the 
5 invention can be introduced into host cells to thereby produce proteins or peptides, including 
fusion proteins or peptides, encoded by nucleic acids as described herein (e.g., NOVX 
proteins, mutant forms of NOVX proteins, fusion proteins, etc.). 

The recombinant expression vectors of the invention can be designed for expression of 
NOVX proteins in prokaryotic or eukaryotic cells. For example, NOVX proteins can be 
10 expressed in bacterial cells such as Escherichia colU insect cells (using baculovirus expression 
vectors) yeast cells or mammalian cells. Suitable host cells are discussed further in Goeddel, 
Gene Expression Technology: Methods in Enzymology 185, Academic Press, San 
Diego, Calif. (1990). Altematively, the recombinant expression vector can be transcribed and 

15 Expression of proteins in prokaryotes is most often carried out in Escherichia coli with 

vectors containing constitutive or inducible promoters directing the expression of either fusion 
or non-fusion proteins. Fusion vectors add a number of anuno acids to a protein encoded 
therein, usually to the amino terminxis of the recombinant protein. Such fusion vectors 
typically serve three purposes: (/) to increase expression of recombinant protein; (ii) to 

20 increase the solubility of the recombinant protein; and {Hi) to aid in the purification of the 

recombinant protein by acting as a ligand in affinity purification. Often, in fusion expression 
vectors, a proteolytic cleavage site is introduced at the jimction of the fusion moiety and the 
recombinant protein to enable separation of the recombinant protein from the fusion moiety 
subsequent to purification of the fusion protein. Such enzymes, and their cognate recognition 

25 sequences, include Factor Xa, thrombin and enterokinase. Typical fusion expression vectors 
include pGEX (Pharmacia Biotech Inc; Smith and Johnson, 1988. Gene 67: 31-40), pMAL 
(New England Biolabs, Beveriy, Mass.) and pRIT5 (Pharmacia, Piscataway, N.J.) that fuse 
glutathione S-transferase (GST), maltose E binding protein, or protein A, respectively, to the 
target recombinant protein. 

30 Examples of suitable inducible non-fusion £. coli expression vectors include pTrc 

(Amrann et a/., (1988) Gene 69:301-3 15) and pET 1 Id (Studier et a/., GENE Expression 
Technology: Methods in Enzymology 185, Academic Press, San Diego, Calif. (1990) 
60-89). 
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One strategy to maxiinize recombinant protein expression in E, coli is to express the 
protein in a host bacteria with an impaired capacity to proteolyticaliy cleave the recombinant 
protein. See, e.g., Gottesman, GENE EXPRESSION TECHNOLOGY: METHODS IN Enzymology 

1 85, Academic Press, San Diego, Calif. (1990) 1 1 9-128. Another strategy is to alter the 

5 nucleic acid sequence of the nucleic acid to be inserted into an expression vector so that the 
individual codons for each amino acid are those preferentially utilized in E. coli {see, e.g., 
Wada,e/fl/., 1991, Nucl Acids Res.lQ: 2\\l-2\l%y Such alteration of nucleic acid 
sequences of the invention can be carried out by standard DNA synthesis techniques. 

In another embodiment, the NOVX expression vector is a yeast expression vector. 

1 0 Examples of vectors for expression in yeast Saccharomyces cerivisae include p YepSec 1 
(Baldari, et a/., 1987. EMBOJ. 6: 229-234), pMFa (Kurjan and Herskowitz, 1982. Cell 30: 
933-943), pJRY88 (Schultz etaL, 1987. Gene 54: 113-123), pYES2 (Invitrogen Corporation, 
San Diego, Calif.), and picZ (InVitrogen Corp, San Diego, Calif.). 

Alternatively, NOVX can be expressed in insect cells using baculovirus expression 

15 vectors. Baculovirus vectors available for expression of proteins in cultured insect cells (e.g., 
SF9 cells) include the pAc series (Smith, et at., 1983. Mol Cell Biol 3: 2156-2165) and the 
pVL series (Lucklow and Summers, 1989. Virology 170: 31-39). 

In yet another embodiment, a nucleic acid of the invention is expressed in mammalian 
cells using a mammaUan expression vector. Examples of mammalian expression vectors 

20 include pCDM8 (Seed, 1987. Nature 329: 840) and pMT2PC (Kauj&nan, et al, 1987. EMBO 
J, 6: 187-195). When used in mammaUan cells, the expression vector's control functions are 
often provided by viral regulatory elements. For example, commonly used promoters are 
derived from polyoma, adenovirus 2, cytomegalovirus, and simian virus 40. For other suitable 
expression systems for both prokaryotic and eukaryotic cells see, e.g.. Chapters 16 and 17 of 

25 Sambrook, et al, MOLECULAR CLONING: A LABORATORY MANUAL. 2nd ed„ Cold Spring 
Harbor Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1989. 
In another embodiment, the recombinant mammaUan expression vector is capable of 

♦ * 

directing expression of the nucleic acid preferentially in a particular cell type (e.g., 
tissue-specific regulatory elements are used to express the nucleic acid). Tissue-specific 
30 regulatory elements are known in the art. Non-limiting examples of suitable tissue-specific 
promoters include the albumin promoter (liver-specific; Pinkert, et al, 1987. Genes Dev. 1: 
268-277), lymphoid-specific promoters (Calame and Eaton, 1988. Adv, Immunol 43: 
235-275), in particular promoters of T cell receptors (Winoto and Baltimore, 1989. EMBO J, 
8: 729-733) and immunoglobuUns (Banerji, et a/., 1983. Cell 33: 729-740; Queen and 
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Baltimore, 1983. Cell 33: 741-748), neuron-specific promoters (e.g., the neurofilament 
promoter; Byrne and Ruddle, 1989. Proc, Natl Acad Set USA 86: 5473-5477), 
pancreas-specific promoters (Edlund, et al, 1985. Science 230: 912-916), and mammary 
gland-specific promoters {e.g., milk whey promoter; U.S. Pat. No. 4,873,316 and European 
5 Application Publication No. 264,166). Developmentally-regulated promoters are also 

encompassed, e.g., the murine hox promoters (Kessel and Gruss, 1990. Science 249: 374-379) 
and the a-fetoprotein promoter (Campes and Tilghman, 1989. Genes Dev. 3: 537-546). 

The invention further provides a recombinant expression vector comprising a DNA 
molecule of the invention cloned into the expression vector in an antisense orientation. That 

10 is, the DNA molecule is operatively-linked to a regulatory sequence in a manner that allows 
for expression (by transcription of the DNA molecule) of an RNA molecule that is antisense to 
NOVX mRNA. Regulatory sequences operatively linked to a nucleic acid cloned m the 
antisense orientation can be chosen that durect the continuous expression of the antisense RNA 
molecule in a var iety of cell types, for instance viral promoters and/or enhancers, or regulatory 

15 sequences can be chosen that direct constitutive, tissue specific or cell type specific expression 
of antisense RNA, The antisense expression vector can be in the forai of a recombinant 
plasmid, phagemid or attenuated virus in which antisense nucleic acids are produced under the 
control of a high efficiency regulatory region, the activity of which can be determined by the 
cell type into which the vector is introduced. For a discussion of the regulation of gene 

20 expression using antisense genes see, e.g., Weintraub, et aL, "Antisense RNA as a molecular 
tool for genetic analysis " Reviews-Trends in Genetics, Vol. 1(1) 1986. 

Another aspect of the invention pertains to host cells into which a recombinant 
expression vector of the invention has been introduced. The tenns "host cell" and 
"recombinant host cell" are used interchangeably herein. It is understood that such temis refer 

25 not only to the particular subject cell but also to the progeny or potential progeny of such a 
cell. Because certain modifications may occur in succeeding generations due to either 
mutation or environmental influences, such progeny may not, in fact, be identical to the parent 
cell, but are still included within the scope of the term as used herein. 

A host cell can be any prokaryotic or eukaryotic cell. For example, NOVX protein can 

30 be expressed in bacterial cells such as E. coli, insect cells, yeast or mammahan cells (such as 
Chinese hamster ovary cells (CHO) or COS cells). Other suitable host cells are known to 
those skilled in the art. 

Vector DNA can be introduced into prokaryotic or eukaryotic cells via conventional 
transformation or transfection techniques. As used herein, the terms "transformation" and 
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"transfection" are intended to refer to a variety of art-recognized techniques for introducing 
foreign nucleic acid {e.g., DNA) into a host cell, including calcium phosphate or calcium 
chloride co-precipitation, DEAE-dextran-mediated transfection, lipofection, or 
electroporation. Suitable methods for transforming or transfectmg host cells can be found in 
5 Sambrook, et aL (MOLECULAR CLONING: A Laboratory Manual. 2nd ed., Cold Spring 
Harbor Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1989), 
and other laboratory manuals. 

For stable transfection of mammalian cells, it is known that, depending upon the 
expression vector and transfection technique used, only a small fraction of cells may integrate 
10 the foreign DNA into their genome. In order to identify and select these integrants, a gene that 
encodes a selectable marker (e.g., resistance to antibiotics) is generally introduced into the 
host cells along with the gene of interest. Various selectable markers include those that confer 

r 

resistance to drugs, such as G418, hygromycin and methotrexate. Nucleic acid encoding a 
selectable marker can be introduced into a host cell on the same vector as that encoding 

1 5 NOVX or can be introduced on a separate vector. Cells stably transfected with the introduced 
nucleic acid can be identified by drug selection (e.g., cells that have incorporated the 
selectable marker gene will survive, while the other cells die). 

A host cell of the invention, such as a prokaryotic or eukaryotic host cell in culture, can 
be used to produce {i.e., express) NOVX protein. Accordingly, the invention further provides 

20 methods for producing NOVX protein using the host cells of the invention. In one 
embodiment, the method comprises culturing the host cell of invention (into which a 
recombinant expression vector encoding NOVX protein has been introduced) in a suitable 
medium such that NOVX protein is produced. In another embodiment, the method further 
comprises isolating NOVX protein from the medium or the host cell. 

25 Transgenic NOVX Animals 

The host cells of the invention can also be used to produce non-human transgenic 
animals. For example, in one embodiment, a host cell of the invention is a fertilized oocyte or 
an embryonic stem cell into which NOVX protein-coding sequences have been introduced. 
Such host cells can then be used to create non-human transgenic animals in which exogenous 
30 NOVX sequences have been introduced into their genome or homologous recombinant 

animals in which endogenous NOVX sequences have been altered. Such animals are useful 
for studying the function and/or activity of NOVX protein and for identifying and/or 
evaluating modulators of NOVX protein activity. As used herein, a "transgenic animal" is a 
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non-human animal, preferably a mammal, more preferably a rodent such as a rat or mouse, in 
which one or more of the cells of the animal includes a transgene. Other examples of 
transgenic animals include non-human primates, sheep, dogs, cows, goats, chickens, 
amphibians, etc. A transgene is exogenous DNA that is integrated into the genome of a cell 
5 from which a transgenic animal develops and that remains in the genome of the mature 

animal, thereby directing the expression of an encoded gene product in one or more cell types 
or tissues of the transgenic animal. As used herein, a "homologous recombinant animal" is a 
non-human animal, preferably a mammal, more preferably a mouse, in which an endogenous 
NOVX gene has been altered by homologous recombination between the endogenous gene 

10 and an exogenous DNA molecule introduced into a cell of the animal, eg., an embryonic cell 
of the animal, prior to development of the animal. 

A transgenic animal of the invention can be created by introducing NOVX-encoding 
nucleic acid into the male pronuclei of a fertilized oocyte (eg., by microinjection, retroviral 
infection) aiid allowing the oocyte to develop in a pseudopregnant female foster animal. The 

15 human NOVX cDNA sequences SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 
73, 75, 83, 90, 92, 100 and 102 can be introduced as a transgene into the genome of a 
non-human animal. Alternatively, a non-himian homologue of the human NOVX gene, such 
as a mouse NOVX gene, can be isolated based on hybridization to the human NOVX cDNA 
(described farther supra) and used as a transgene. Intronic sequences and polyadenylation 

20 signals can also be included in the transgene to increase the efficiency of expression of the 
transgene. A tissue-specific regulatory sequence(s) can be operably-linked to the NOVX 
transgene to direct expression of NOVX protein to particular cells. Methods for generating 
transgenic animals via embryo manipulation and microinjection, particularly animals such as 
mice, have become conventional in the art and are described, for example, in U.S. Patent Nos. 

25 4,736,866; 4,870,009; and 4,873,191; andHogan, 1986. In: Mampulating THE MOUSE 

Embryo, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N. Y. Similar methods 
are used for production of other transgenic animals. A transgenic foimder animal can be 
identified based upon the presence of the NOVX transgene in its genome and/or expression of 
NOVX mRNA in tissues or cells of the animals. A transgenic founder animal can then be 

30 used to breed additional animals carrying the transgene. Moreover, transgenic animals 

carrying a transgene-encoding NOVX protein can further be bred to other transgenic animals 
carrying other transgenes. 

To create a homologous recombinant animal, a vector is prepared which contains at 
least a portion of an NOVX gene into which a deletion, addition or substitution has been 

174 



BNSCXXID: <WO 0216599A2.L> 



wo 02/16599 PCT/lISOl/26510 

introduced to thereby alter, e.g., functionally disrupt, the NOVX gene. The NOVX gene can 
be ahuman gene (e.g., the cDNA of SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 
71, 73, 75, 83, 90, 92, 100 and 102), but more preferably, is a non-human homologue of a 
human NOVX gene. For example, a mouse homologue of human NOVX gene of SEQ ID 

5 N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102 can be 
used to construct a homologous recombination vector suitable for altering an endogenous 
NOVX gene in the mouse genome. In one embodiment, the vector is designed such that, upon 
homologous recombination, the endogenous NOVX gene is functionally disrupted (z.e., no 
longer encodes a functional protein; also referred to as a "knock out" vector). 

1 0 Altematively, the vector can be designed such that, upon homologous recombination, 

the endogenous NOVX gene is mutated or otherwise altered but still encodes functional 
protein (e.g., the upstream regulatory region can be altered to thereby alter the expression of 
the endogenous NOVX protein). In the homologous recombination vector, the aUered portion 
of the NOVX gene is flanked at its 5'- and 3 -teraiini by additional nucleic acid of the NOVX 

1 5 gene to allow for homologous recombination to occur between the exogenous NOVX gene 
carried by the vector and an endogenous NOVX gene in an embryonic stem cell. The 
additional flanking NOVX nucleic acid is of sufficient length for successful homologous 
recombination with the endogenous gene. Typically, several kilobases of flanking DNA (both 
at the 5'- and 3'-termini) are included in the vector. See, e.g., Thomas, et al, 1987. Cell 51: 

20 503 for a description of homologous recombination vectors. The vector is ten introduced into 
an embryonic stem cell line (e.g., by electroporation) and cells in which the introduced NOVX 
gene has homologously-recombined with the endogenous NOVX gene are selected. iSee. e.g., 
Li, e/fl/., 1992.Ce//69:915. 

The selected cells are then injected into a blastocyst of an animal (e.g., a mouse) to 

25 form aggregation chimeras, ^ee, e.g., Bradley, 1987. In: Teratocarcinomas and 

Embryonic Stem Cells: A Practical Approach, Robertson, ed. IRL, Oxford, pp. 1 13-152. 
A chimeric embryo can then be implanted into a suitable pseudopregnant female foster animal 
and the embryo brought to term. Progeny harboring the homologously-recombined DNA in 
their germ cells can be used to breed animals in which all cells of the animal contain the 

30 homologously-recombined DNA by germline transmission of the transgene. Methods for 
constructing homologous recombination vectors and homologous recombinant animals are 
described further in Bradley, 1991. Curr, Opiiu Biotechnol 2: 823-829; PCT Intemational 
Publication Nos.: WO 90/1 1354; WO 91/01 140; WO 92/0968; and WO 93/04169. 

175 

BNSDOCiD: <W0 0216699A2J.> 



wo 02/16599 PCT/USOl/26510 

In another embodiment, transgenic non-humans animals can be produced that contain 
selected systems that allow for regulated expression of the transgene. One example of such a 
system is the cre/loxP recombinase system of bacteriophage PI. For a description of the 
cre/loxP recombinase system, See, e.g., Lakso, et al, 1992. Proc, Natl Acad, Set USA 89: 

5 6232-6236. Another example of a recombinase system is the FLP recombinase system of 

Saccharomyces cerevisiae. See, O'Govman, et aiy 1991. 15^^06 251:1351-1355. Ifacre/loxP 
recombinase system is used to regulate expression of the transgene, animals containing 
transgenes encoding both the Cre recombinase and a selected protein are required. Such 
animals can be provided through the construction of "double" transgenic animals, e,g., by 

10 mating two transgenic animals, one containing a transgene encoding a selected protein and the 
other containing a transgene encoding a recombinase. 

Clones of the non-human transgenic animals described herein can also be produced 
according to the methods described in Wihnut, et al, 1997. Nature 385: 810-813. In brief, a 
cell (e.g., a somaiic ceu) irom tne trmibgciu^ aiumai ^^oii uc louiatw^x a^vu, *aav*v*5^w** *//i.*v 

1 5 growth cycle and enter Go phase. The quiescent cell can then be fused, e.g. , through the use of 
electrical pulses, to an enucleated oocyte from an animal of the same species from which the 
quiescent cell is isolated. The reconstructed oocyte is then cultured such that it develops to 
momla or blastocyte and then transferred to pseudopregnant female foster animal. The 
offspring borne of this female foster animal will be a clone of the animal from which the cell 

20 (e.g., the somatic cell) is isolated. 

Pharmaceutical Compositions 

The NOVX nucleic acid molecules, NOVX proteins, and anti-NOVX antibodies (also 
referred to herein as "active compounds") of the invention, and derivatives, fragments, analogs 
and homologs thereof, can be incorporated into pharmaceutical compositions suitable for 

25 administration. Such compositions typically comprise the nucleic acid molecule, protein, or 
antibody and a pharmaceutically acceptable carrier. As used herein, "pharmaceutically 
acceptable carrier" is intended to include any and all solvents, dispersion media, coatings, 
antibacterial and antifungal agents, isotonic and absorption delaying agents, and the like, 
compatible with pharmaceutical administration. Suitable carriers are described in the most 

30 recent edition of Remington's Pharmaceutical Sciences, a standard reference text in the field, 
which is incorporated herein by reference. Preferred examples of such carriers or diluents 
include, but are not limited to, water, saline, finger's solutions, dextrose solution, and 5% 
human serum albumin. Liposomes and non-aqueous vehicles such as fixed oils may also be 

176 



BNSOOCIO: <WO 0216599A2_L> 



wo 02/16599 PCT/USOl/26510 

used. The use of such media and agents for phannaceutically active substances is well known 
in the art. Except insofar as any conventional media or agent is incompatible with the active 
compound, use thereof in the compositions is contemplated. Supplementary active 
compounds can also be incorporated into the compositions. 
5 A pharmaceutical composition of the invention is fonnulated to be compatible with its 

intended route of administration. Examples of routes of administration include parenteral, 
e.g., intravenous, mtradermal, subcutaneous, oral (e.g., inhalation), transdermal (z.e., topical), 
transmucosal, and rectal adnmiistration. Solutions or suspensions used for parenteral, 
intradermal, or subcutaneous application can include the following components: a sterile 

10 diluent such as water for injection, saline solution, fixed oils, polyethylene glycols, glycerine, 
propylene glycol or other synthetic solvents; antibacterial agents such as benzyl alcohol or 
methyl parabens; antioxidants such as ascorbic acid or sodium bisulfite; chelating agents such 
as ethylenediaminetetraacetic acid (EDTA); buffers such as acetates, citrates or phosphates, 
and agents for the adjustment of tonicity such as sodium chloride or dextrose. The pH can be 

1 5 adjusted with acids or bases, such as hydrochloric acid or sodium hydroxide. The parenteral 
preparation can be enclosed in ampoules, disposable syringes or multiple dose vials made of 
glass or plastic. 

Pharmaceutical compositions suitable for injectable use include sterile aqueous 
solutions (where water soluble) or dispersions and sterile powders for the extemporaneous 
20 preparation of sterile injectable solutions or dispersion. For intravenous administration, 

TM - 

suitable carriers include physiological saline, bacteriostatic water, Cremophor EL (BASF, 
Parsippany, N.J.) or phosphate buffered saline (PBS). In all cases, the composition must be 
sterile and should be fluid to the extent that easy syringeability exists. It must be stable under 
- the conditions of manufacture and storage and must be preserved against the contaminating 

25 action of microorganisms such as bacteria and fimgi. The carrier can be a solvent or 

dispersion medixmi containing, for example, water, ethanol, polyol (for example, glycerol, 
propylene glycol, and liquid polyethylene glycol, and the like), and suitable mixtures thereof 
The proper fluidity can be maintained, for example, by the use of a coating such as lecithin, by 
the maintenance of the required particle size in the case of dispersion and by the use of 

30 V surfactants. Prevention of the action of microorganisms can be achieved by various 

antibacterial and antifungal agents, for example, parabens, chlorobutanol, phenol, ascorbic 
acid, thimerosal, and the like. In many cases, it will be preferable to include isotonic agents, 
for example, sugars, polyalcohols such as manitol, sorbitol, sodium chloride in the 
composition. Prolonged absorption of the injectable compositions can be brought about by 
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including in the composition an agent which delays absorption, for example, aluminum 
monostearate and gelatin. 

Sterile injectable solutions can be prepared by incorporating the active compound (e.g., 
an NOVX protein or anti-NOVX antibody) in the required amount in an appropriate solvent 
5 with one or a combination of ingredients enumerated above, as required, followed by filtered 
sterilization. Generally, dispersions are prepared by incorporating the active compound into a 
sterile vehicle that contains a basic dispersion medium and the required other ingredients firom 
those enumerated above. In the case of sterile powders for the preparation of sterile injectable 
solutions, methods of preparation are vacuum drying and freeze-drying that yields a powder of 
1 0 the active ingredient plus any additional desired ingredient from a previously sterile-filtered 
solution thereof 

Oral compositions generally include an inert diluent or an edible carrier. They can be 
enclosed in gelatin capsules or compressed into tablets. For the purpose of oral therapeutic 

15 of tablets, troches, or capsules. Oral compositions can also be prepared using a fluid carrier 
for use as a mouthwash, wherein the compound in the fluid carrier is apphed orally and 
swished and expectorated or swallowed, Pharmaceutically compatible binding agents, and/or 
adjuvant materials can be included as part of the composition. The tablets, pills, capsules, 
troches and the like can contain any of the following ingredients, or compoimds of a similar 

20 nature: a binder such as microcrystalline cellulose, gum tragacanth or gelatin; an excipient 

such as starch or lactose, a disintegrating agent such as alginic acid, Primogel, or com starch; a 
lubricant such as magnesium stearate or Sterotes; a glidant such as colloidal silicon dioxide; a 
sweetening agent such as sucrose or saccharin; or a flavoring agent such as peppermint, 
methyl salicylate, or orange flavoring. 

25 For administration by inhalation, the compounds are delivered in the form of an 

aerosol spray from pressured container or dispenser which contains a suitable propellant, e.g., 
a gas such as carbon dioxide, or a nebulizer. 

Systemic administration can also be by transmucosal or transdermal means. For 
transmucosal or transdermal administration, penetrants appropriate to the barrier to be 

30 permeated are used in the formulation. Such penetrants are generally known in the art, and 
include, for example, for transmucosal administration, detergents, bile salts, and fusidic acid 
derivatives. Transmucosal administration can be accomplished through the use of nasal sprays 
or suppositories. For transdermal administration, the active compounds are formulated into 
ointments, salves, gels, or creams as generally known in the art. 
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The compounds can also be prepared in the form of suppositories (e.g., with 
conventional suppository bases such as cocoa butter and other glycaides) or retention enemas 
for rectal delivery. 

In one embodiment, the active compounds are prepared with carriers that will protect 
5 the compound against rapid elimination from the body, such as a controlled release 

formulation, including implants and microencapsulated delivery systems. Biodegradable, 
biocompatible polymers can be used, such as ethylene vinyl acetate, polyanhydrides, 
polyglycolic acid, collagen, polyorthoesters, and polylactic acid. Methods for preparation of 
such formulations will be apparent to those skilled in the art. The materials can also be 
10 obtained commercially from Alza Corporation and Nova Pharmaceuticals, Inc. Liposomal 

suspensions (including liposomes targeted to infected cells with monoclonal antibodies to viral 
antigens) can also be used as pharmaceutically acceptable carriers. These can be prepared 
according to methods known to those skilled in the art, for example, as described in U.S. 
Patent No. 4,522,811. 

15 It is especially advantageous to formulate oral or parenteral compositions in dosage 

unit form for ease of administration and uniformity of dosage. Dosage unit form as used 
herein refers to physically discrete units suited as unitary dosages for the subject to be treated; 
each unit containing a predetermined quantity of active compound calculated to produce the 
desired therapeutic effect in association with the required pharmaceutical carrier. The 

20 specification for the dosage unit forms" of the invention are dictated by and directly dependent 
on the unique characteristics of the active compound and the particular therapeutic effect to be 
achieved, and the limitations inherent in the art of compounding such an active compound for 
the treatment of individuals. 

The nucleic acid molecules of the invention can be inserted into vectors and used as 

25 gene therapy vectors. Gene therapy vectors can be delivered to a subject by, for example, 
intravenous injection, local administration {see, e.g., U.S. Patent No. 5,328,470) or by 
stereotactic injection {see, e.g., Chen, et al, 1994. Proc. Natl Acad, ScL USA 91: 3054-3057). 
The pharmaceutical preparation of the gene therapy vector can include the gene therapy vector 
in an acceptable diluent, or can comprise a slow release matrix in which the gene delivery 

30 vehicle is imbedded. Altematively, where the complete gene deUvery vector can be produced 
intact from recombinant cells, e.g., retroviral vectors, the pharmaceutical preparation can 
include one or more cells that produce the gene delivery system. 

The pharmaceutical compositions can be included in a container, pack, or dispenser 
together with instructions for administration. 
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Screening and Detection Methods 

The isolated nucleic acid molecules of the invention can be used to express NOVX 
protein (e.g., via a recombinant expression vector in a host cell in gene therapy applications), 
to detect NOVX niRNA (e.g., in a biological sample) or a genetic lesion in an NOVX gene, 
5 and to modulate NOVX activity, as described further, below. In addition, the NOVX proteins 
can be used to screen drugs or compounds that modulate the NOVX protein activity or 
expression as well as to treat disorders characterized by insufficient or excessive production of 
NOVX protein or production of NOVX protein forms that have decreased or aberrant activity 
compared to NOVX wild-type protein (e.g.; diabetes (regulates insulin release); obesity (binds 
10 and transport lipids); metabolic disturbances associated with obesity, the metabolic syndrome 
X as well as anorexia and wasting disorders associated with chronic diseases and various 
cancers, and infectious disease(posses5es anti-microbial activity) and the various 
dyslipidemias. In addition, the anti-NOVX antibodies of the invention can be used to detect 
and isolate NOVX proteins and modulate NOVX activity. In yet a further aspect, the invention 
15 can be used in methods to influence appetite, absorption of nutrients and the disposition of 
metabolic substrates in both a positive and negative fashion. 

The invention further pertains to novel agents identified by the screening assays 
described herein and uses thereof for treatments as described, supra, 

20 Screening Assays 

The invention provides a method (also referred to herein as a "screening assay") for 
identifying modulators, i.e., candidate or test compounds or agents (e.g., peptides, 
peptidomimetics, small molecules or other drugs) that bind to NOVX proteins or have a 
stimulatory or inhibitory effect on, e.g., NOVX protein expression or NOVX protein activity. 

25 The invention also includes compounds identified in the screening assays described herein. 

In one embodiment, the invention provides assays for screening candidate or test 
compounds which bind to or modulate the activity of the membrane-bound fomi of an NOVX 
protein or polypeptide or biologically-active portion thereof The test compounds of the 
invention can be obtained using any of the numerous approaches in combinatorial library 

30 methods known in the art, including: biological libraries; spatially addressable parallel solid 
phase or solution phase libraries; synthetic library methods requiring deconvolution; the 
"one-bead one-compound" library method; and synthetic library methods using affinity 
chromatography selection. The biological library approach is limited to peptide libraries, 
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while the other four approaches are applicable to peptide, non-peptide oUgomer or small 
molecule libraries of compounds. See, e.g., Lam, 1997 . Anticancer Drug Design 12: 145. 

A "small molecule" as used herein, is meant to refer to a composition that has a 
molecular weight of less than about 5 kD and most preferably less than about 4 kD. Small 
5 molecules can be, e.g, , nucleic acids, peptides, polypeptides, peptidomimetics, carbohydrates, 
lipids or other organic or inorganic molecules. Libraries of chemical and/or biological 
mixtures, such as fungal, bacterial, or algal extracts, are known in the art and can be screened 
with any of the assays of the invention. 

Examples of methods for the synthesis of molecular libraries can be found in the art, 
10 for example in: DeWitt, et al, 1993. Proc. Natl Acad. Set. U.SA. 90: 6909; Erb, et aL, 1994. 
Proc. Natl Acad. Set USA. 91: 11422; Zuckeraiann, et al, 1994. J. Med. Chem. 37: 2678; 
Cho, etal, 1993. Science 261: 1303; Cairell, etai, 1994. Angew. Chem. Int. Ed. Engl 33: 
2059; Carell, et aL, 1994. Angew. Chem. Int. Ed. Engl 33: 2061; and Gallop, et al, 1994. /. 
Med. Chem. 37: 1233. 

1 5 Libraries of compounds may be presented in solution {e.g. , Houghten, 1 992. 

Biotechniques 13: 412-421), or on beads (Lam, 1991. Nature 354: 82-84), on chips (Fodor, 
1 993. Nature 364: 555-556), bacteria (Ladner, U.S. Patent No. 5,223,409), spores (Ladner, 
U.S. Patent 5,233,409), plasmids (Cull, et a/., 1992. Proc. Natl Acad. Sci. USA 89: 
1865-1869) or on phage (Scott and Smith, 1990. Science 249: 386-390; Devlin, 1990. Science 

20 249: 404-406; Cwirla, et ai, 1990. Proc. Natl Acad Set US.A. 87: 6378-6382; Felici, 1991. 
J. Mol Biol 222: 301-3 10; Ladner, U.S. Patent No. 5,233,409,). 

In one embodiment, an assay is a cell-based assay in which a cell which expresses a 
membrane-bound form of NOVX protein, or a biologically-active portion thereof, on the cell 
surface is contacted with a test compound and the ability of the test compound to bind to an 

25 NOVX protein determined. The cell, for example, can of mammalian origin or a yeast cell. 
Determining the ability of the test compound to bind to the NOVX protein can be 
accomplished, for example, by coupling the test compound with a radioisotope or enzymatic 
label such that binding of the test compound to the NOVX protein or biologically-active 
portion thereof can be determined by detecting the labeled compound in a complex. For 

30 example, test compounds can be labeled with ^^^I, ^^S, ^"^C, or ^H, either direcfly or indirectly, 
and the radioisotope detected by direct counting of radioemission or by scintillation counting. 
Altematively, test compoimds can be enzymatically-labeled with, for example, horseradish 
peroxidase, alkaline phosphatase, or luciferase, and the enzymatic label detected by 
determination of conversion of an appropriate substrate to product. In one embodiment, the 
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assay comprises contacting a cell which expresses a membrane-bound form of NOVX protein, 
or a biologically-active portion thereof, on the cell surface with a known compound which 
binds NOVX to form an assay mixture, contacting the assay mixture with a test compound, 
and determining the ability of the test compound to interact with an NOVX protein, wherein 
5 determining the ability of the test compound to interact with an NOVX protein comprises 
determining the ability of the test compound to preferentially bind to NOVX protem or a 
biologically-active pprtion thereof as compared to the known compound. 

In another embodiment, an assay is a cell-based assay comprising contacting a cell 
expressing a membrane-bound form of NOVX protein, or a biologically-active portion thereof, 

1 0 on the cell surface with a test compound and determining the ability of the test compound to 
modulate (e.g.y stimulate or inhibit) the activity of the NOVX protein or biologically-active 
portion thereof. Determining the ability of the test compound to modulate the activity of 
NOVX or a biologically-active portion thereof can be accompUshed, for example, by 
determining the ability of the NOVX protein to bind to or interact with an NOVX target 

15 molecule. As used herein, a "target molecule" is a molecule with which an NOVX protein 
binds or interacts in nature, for example, a molecule on the surface of a cell which expresses 
an NOVX interacting protein, a molecule on the surface of a second cell, a molecule in the 
extracellular milieu, a molecule associated with the internal surface of a cell membrane or a 
cytoplasmic molecule. An NOVX target molecule can be a non-NOVX molecule or an 

20 NOVX protein or polypeptide of the invention. In one embodiment, an NOVX target 

molecule is a component of a signal transduction pathway that facilitates transduction of an 
extracellular signal (e.g, a signal generated by binding of a compound to a membrane-bound 
NOVX molecule) through the cell membrane and into the cell. The target, for example, can be 
a second intercellular protein that has catalytic activity or a protein that facilitates the 

25 association of downstream signaling molecules with NOVX. 

Detennining the ability of the NOVX protein to bind to or interact with an NOVX 
target molecule can be accomplished by one of the methods described above for determining 
direct binding. In one embodiment, detennining the abihty of the NOVX protein to bind to or 
interact with an NOVX target molecule can be accomphshed by determining the activity of the 

30 target molecule. For example, the activity of the target molecule can be determined by 

2+ 

detecting induction of a cellular second messenger of the target {Le. intracellular Ca , 
diacylglycerol, IP3, etc.), detecting catalytic/enzymatic activity of the target an appropriate 
substrate, detecting the induction of a reporter gene (comprising an NOVX-responsive 
regulatory element operatively linked to a nucleic acid encoding a detectable marker, e.g., 
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luciferase), or detecting a cellular response, for example, cell survival, cellular differentiation, 
or cell proliferation. 

In yet another embodiment, an assay of the invention is a cell-free assay comprising 
contacting an NOVX protein or biologically-active portion thereof with a test compound and 

5 determining the abihty of the test compound to bind to the NOVX protein or biologically- 
active portion thereof Binding of the test compound to the NOVX protein can be determined 
either directly or indirectly as described above. Li one such embodiment, the assay comprises 
contacting the NOVX protein or biologically-active portion thereof with a known compound 
which binds NOVX to form an assay mixture, contacting the assay mixture with a test 

10 compound, and determining the ability of the test compound to interact with an NOVX 
protein, wherein determining the ability of the test compound to interact with an NOVX 
protein comprises determining the ability of the test compound to preferentially bind to NOVX 
or biologically-active portion thereof as compared to the known compound. 

In still another embodiment, an assay is a cell-free assay comprising contacting NOVX 

1 5 protein or biologically-active portion thereof with a test compound and determining the ability 
of the test compound to modulate (e.g. stimulate or inhibit) the activity of the NOVX protein 
or biologically-active portion thereof Deteraiining the ability of the test compound to 
modulate the activity of NOVX can be accomplished, for example, by determining the abiUty 
of the NOVX protein to bind to an NOVX target molecule by one of the methods described 

20 above for determining direct binding. In an alternative embodiment, determining the abiUty of 
the test compoimd to modulate the activity of NOVX protein can be accompUshed by 
determining the ability of the NOVX protein further modulate an NOVX target molecule. For 
example, the catalytic/enzymatic activity of the target molecule on an appropriate substrate 
can be determined as described, supra. 

25 In yet another embodiment, the cell-free assay comprises contacting the NOVX protein 

or biologically-active portion thereof with a known compound which binds NOVX protein to 
form an assay mixture, contacting the assay mixture with a test compound, and determining 
the abiUty of the test compound to interact with an NOVX protein, wherein deteraiining the 
abihty of the test compound to interact with an NOVX protein comprises determining the 

30 . abiUty of the NOVX protein to preferentially bind to or modulate the activity of an NOVX 
target molecule. 

The cell-free assays of the invention are amenable to use of both the soluble form or 
the membrane-bound form of NOVX protein. In the case of cell-free assays comprising the 
membrane-bound form of NOVX protem, it may be desirable to utiUze a solubiUzing agent 
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such that the membrane-bound form of NOVX protein is maintained in solution. Examples of 
such solubilizing agents include non-ionic detergents such as n-octylglucoside, 
n-dodecylglucoside, n-dodecyhnaltoside, octanoyl-N-methylglucamide, 
decanoyl-N-methylglucamide, Triton® X-100, Triton® X-1 14, Thesit®, 
5 Isotridecypoly(ethylene glycol ether)n, N-dodecyl-N,N-dimethyl-3-ammonio- 1 -propane 
sulfonate, 3-(3-cholamidopropyl) dimethylamminiol-1 -propane sulfonate (CHAPS), or 
3 -(3-cholamidopropyl)dimethylanmimiol-2-hydroxy-l -propane sulfonate (CHAPSO). 

In more than one embodiment of the above assay methods of the invention, it may be 
desirable to immobilize either NOVX protein or its target molecule to facilitate separation of 

10 complexed from uncomplexed forms of one or both of the proteins, as well as to accommodate 
automation of the assay. Binding of a test compound to NOVX protein, or interaction of 
NOVX protein with a target molecule in the presence and absence of a candidate compound, 
can be accomplished in any vessel suitable for containing the reactants. Examples of such 
vessels include microtiter plates, test tubes, and micro-centrifuge tubes. In one embodiment, a 

1 5 fusion protein can be provided that adds a domain that allows one or both of the proteins to be 
bound to a matrix. For example, GST-NO VX fusion proteins or GST-target fusion proteins 
can be adsorbed onto glutathione sepharose beads (Sigma Chemical, St. Louis, MO) or 
glutatliione derivatized microtiter plates, that are then combined with the test compound or the 
test compound and either the non-adsorbed target protein or NOVX protein, and the mixture is 

20 incubated under conditions conducive to complex formation (e.g., at physiological conditions 
for salt and pH). Following incubation, the beads or microtiter plate wells are washed to 
remove any unbound components, the matrix immobilized in the case of beads, complex 
determined either directly or indirectly, for example, as described, supra. Alternatively, the 
complexes can be dissociated from the matrix, and the level of NOVX protein binding or 

25 activity determined using standard techniques. 

Other techniques for inunobilizing proteins on matrices can also be used in the 
screening assays of the invention. For example, either the NOVX protein or its target 
molecule can be immobilized utilizing conjugation of biotin and streptavidin. Biotinylated 
NOVX protein or target molecules can be prepared from biotin-NHS 

30 (N-hydroxy-succinimide) using techniques well-known within the art (e.g., biotinylation kit, 
Pierce Chemicals, Rockford, 111.), and immobilized in the wells of streptavidin-coated 96 well 
plates (Pierce Chemical). Alternatively, antibodies reactive with NOVX protein or target 
molecules, but which do not interfere with binding of the NOVX protein to its target molecule, 
can be derivatized to the wells of the plate, and unbound target or NOVX protein trapped in 
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the wells by antibody conjugation. Methods for detecting such complexes, in addition to those 
described above for the GST-immobilized complexes, include inmiunodetection of complexes 
using antibodies reactive with the NOVX protein or target molecule, as well as enzyme-linked 
assays that rely on detecting an enzymatic activity associated with the NOVX protein or target 
5 molecule. 

In another embodiment, modulators of NOVX protein expression are idaitified in a 
method wherein a cell is contacted with a candidate compound and the expression of NOVX 
mRNA or protein in the cell is determined. The level of expression of NOVX mRNA or 
protein in the presence of the candidate compound is compared to the level of expression of 

10 NOVX mRNA or protein in the absence of the candidate compound. The candidate 

compound can then be identified as a modulator of NOVX mRNA or protein expression based 
upon this comparison. For example, when expression of NOVX mRNA or protein is greater 
(i.e., statistically significantly greater) in the presence of the candidate compound than in its 
absence, the candidate compound is identified as a stimulator of NOVX mRNA or protein 

1 5 expression. Alternatively, when expression of NOVX mRNA or protein is less (statistically 
significantly less) in the presence of the candidate compound than in its absence, the candidate 
compound is identified as an inhibitor of NOVX mRNA or protein expression. The level of 
NOVX mRNA or protein expression in the cells can be determined by methods described 
herein for detecting NOVX mRNA or protein. 

20 In yet another aspect of the invention, the NOVX proteins can be used as "bait 

proteins" in a two-hybrid assay or three hybrid assay {see, e.g., U.S. Patent No. 5,283,317; 
Zervos, et a/., 1993.' Cell 72: 223-232; Madura, et al, 1993. J. Biol Chem. 268: 12046-12054; 
Bartel, et al, 1993. Biotechniques 14: 920-924; Iwabuchi, et al, 1993. Oncogene 8: 
1693-1696; and Brent WO 94/10300), to identify other proteins that bind to or interact with 

25 NOVX ("NOVX-binding proteins" or "NOVX-bp") and modulate NOVX activity. Such 
NOVX-binding proteins are also likely to be involved in the propagation of signals by the 
NOVX proteins as, for example, upstream or downstream elements of the NOVX pathway. 

The two-hybrid system is based on the modular nature of most transcription factors, 
which consist of separable DNA-binding and activation domains. Briefly, the assay utilizes 

30 two different DNA constructs. In one construct, the gene that codes for NOVX is fiised to a 
gene encoding the DNA binding domain of a known transcription factor (e.g., GAL-4). In the 
other construct, a DNA sequence, from a Ubrary of DNA sequences, that encodes an 
unidentified protein ("prey" or "sample") is fiised to a gene that codes for the activation 
domain of the known transcription factor. . If the "bait" and the "prey" proteins are able to ^ 
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interact, in vivo, forming an NOVX-dependent complex, the DNA-binding and activation 
domains of the transcription factor are brought into close proximity. This proximity allows 
transcription of a reporter gene (e.g,, LacZ) that is operably linked to a transcriptional 
regulatory site responsive to the transcription factor. Expression of the reporter gene can be 
5 detected and cell colonies containing the functional transcription factor can be isolated and 
used to obtain the cloned gene that encodes the protein which interacts with NOVX. 

The invention further pertains to novel agents identified by the aforementioned 
screening assays and uses thereof for treatments as described herein. 

Detection Assays 

1 0 Portions or fragments of the cDNA sequences identified herein (and the corresponding 

complete gene sequences) can be used in numerous ways as polynucleotide reagents. By way 
of example, and not of limitation, these sequences can be used to: (i) map their respective 
genes on a chromosome; and, thus, locate gene regions associated with genetic disease; {ii) 
identify an individual from a minute biological sample (tissue typing); and (Hi) aid in forensic 

1 5 identification of a biological sample. Some of these applications are described in the 
subsections, below. 

Chromosome Mapping 

Once the sequence (or a portion of the sequence) of a gene has been isolated, this 
20 sequence can be used to map the location of the gene on a chromosome. This process is called 
chromosome mapping. Accordingly, portions or fragments of the NOVX sequences, SEQ ID 
N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, or 
fragments or derivatives thereof, can be used to map the location of the NOVX genes, 
respectively, on a chromosome. The mapping of the NOVX sequences to chromosomes is an 
25 important first step in correlating these sequences with genes associated with disease. 

Briefly, NOVX genes can be mapped to chromosomes by preparing PGR primers 
(preferably 15-25 bp in length) from the NOVX sequences. Computer analysis of the NOVX, 
sequences can be used to rapidly select primers that do not span more than one exon in the 
genomic DNA, thus complicating the amplification process. These primers can then be used 
30 for PCR screening of somatic cell hybrids containing individual human chromosomes. Only 
those hybrids containing the human gene corresponding to the NOVX sequences will yield an 
amplified fragment. 
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Somatic cell hybrids are prepared by fusing somatic cells from different mammals 
{e.g., human and mouse cells). As hybrids of human and mouse cells grow and divide, they 
gradually lose hiunan chromosomes in random order, but retain the mouse chromosomes. By 
using media in which mouse cells cannot grow, because they lack a particular enzyme, but in 

5 which human cells can, the one human chromosome that contains the gene encoding the 
needed enzyme will be retained. By using various media, panels of hybrid cell lines can be 
estabUshed. Each cell line in a panel contains either a single human chromosome or a small 
number of human chromosomes, and a M set of mouse chromosomes, aUowing easy 
mapping of individual genes to specific human chromosomes. See. e.g., D'Eustachio, et al, 

10 1983. Science 220: 919-924. Somatic cell hybrids containing only fragments of human 
chromosomes can also be produced by using human chromosomes with translocations and 
deletions. 

PGR moping of somatic cell hybrids is a rapid procedure for assigning a particular 
sequence to a particular chix)mosome. Three or more sequences can be assigned per day using 

1 5 a single thermal cycler. Using the NOVX sequences to design oUgonucleotide primers, sub- 
localization can be achieved with panels of fragments from specific chromosomes. 

Fluorescence in situ hybridization (FISH) of a DNA sequence to a metaphase 
chromosomal spread can fiirther be used to provide a precise chromosomal location in one 
step. Chromosome spreads can be made using cells whose division has been blocked in 

20 metaphase by a chemical like colcemid that disrupts tiie mitotic spindle. The chromosomes 
can be tireated briefly with trypsin, and then stained with Giemsa. A pattern of light and dark 
bands develops on each chromosome, so that the chromosomes can be identified individuaUy. 
The FISH technique can be used with a DNA sequence as short as 500 or 600 bases. 
However, clones larger tiian 1,000 bases have a higher hkehhood of binding to a unique 

25 chromosomal location with sufficient signal intensity for simple detection. Preferably 1 ,000 
bases, and more preferably 2,000 bases, wiU suffice to get good results at a reasonable amount 
of time. For a review of this technique, see, Veraia, et al.. Human Chromosomes: A 
MA^aJAL OF Basic Techniques (Pergamon Press, New York 1988). 

Reagents for chromosome mapping can be used individually to mark a single 
30 chromosome or a single site on that chromosome, or panels of reagents can be used for 

marking multiple sites and/or multiple chromosomes. Reagents conresponding to noncoding 
regions of the genes actually are preferred for mapping purposes. Coding sequences are more 
likely to be conserved within gene families, thus increasing the chance of cross hybridizations 
during chromosomal mapping. 
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Once a sequence has been mapped to a precise chromosomal location, the physical 
position of the sequence on the chromosome can be correlated with genetic map data. Such 
data are found, e.g., in McKusick, Mendelian Inheritance in Man, available on-line 
through Johns Hopkins University Welch Medical Library), The relationship between genes 
5 and disease, mapped to the same chromosomal region, can then be identified through linkage 
analysis (co-inheritance of physically adjacent genes), described in, Egeland, et al, 1987. 
Nature, 325: 783-787. 

Moreover, differences in the DNA sequences between individuals affected and 
unaffected with a disease associated with the NOVX gene, can be determined. If a mutation is 

10 observed in some or all of the affected individuals but not in any unaffected individuals, then 
the mutation is likely to be the causative agent of the particular disease. Comparison of 
affected and unaffected individuals generally involves first looking for structural alterations in 
the chromosomes, such as deletions or translocations that are visible from chromosome 
spreads or detectable using PGR based on that DNA sequence. Ultimately, complete 

15 sequencing of genes firom several individuals can be performed to confirm the presence of a 
mutation and to distinguish mutations from polymorphisms. 

Tissue Typing 

The NOVX sequences of the invention can also be used to identify individuals from 
20 minute biological samples. In this technique, an individuaUs genomic DNA is digested with 
one or more restriction enzymes, and probed on a Southern blot to yield unique bands for 
identification. The sequences of the invention are usefiil as additional DNA markers for RFLP 
("restriction fragment length polymorphisms," described in U.S. Patent No. 5,272,057). . 
Furthermore, the sequences of the invention can be used to provide an alternative 
25 technique that determines the actual base-by-base DNA sequence of selected portions of an 
individual's genome. Thus, the NOVX sequences described herein can be used to prepare two 
PGR primers from the 5'- and 3*-termini of the sequences. These primers can then be used to 
amplify an individual's DNA and subsequently sequence it. 

Panels of corresponding DNA sequences from individuals, prepared in this manner, 
30 can provide unique individual identifications, as each individual will have a unique set of such 
DNA sequences due to alleUc differences. The sequences of the invention can be used to 
obtain such identification sequences from individuals and from tissue. The NOVX sequences 
of the invention uniquely represent portions of the human genome. Allelic variation occurs to 
some degree in the coding regions of these sequences, and to a greater degree in the noncoding 
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regions. It is estimated that allelic variation between individual humans occurs with a 
frequency of about once per each 500 bases. Much of the allelic variation is due to single 
nucleotide polymorphisms (SNPs), which include restriction fragment length polymorphisms 
(RFLPs). 

5 Each of the sequences described herein can, to some degree, be used as a standard 

against which DNA from an individual can be compared for identification purposes. Because 
greater numbers of polymorphisms occur in the noncoding regions, fewer sequences are 
necessary to differentiate individuals. The noncoding sequences can comfortably provide 
positive individual identification with a panel of perhaps 10 to 1,000 primers that each yield a 
10 noncoding amplified sequence of 100 bases. If predicted coding sequences, such as those in 
SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102 
are used, a more appropriate number of primers for positive individual identification would be 
500-2,000. 

15 Predictive Medicine 

The invention also pertains to the field of predictive medicine in which diagnostic 
assays, prognostic assays, pharmacogenomics, and monitoring clinical trials are used for 
prognostic (predictive) purposes to thereby treat an individual prophylactically. Accordingly, 
one aspect of the invention relates to diagnostic assays for determining NOVX protein and/or 

20 nucleic acid expression as well as NOVX activity, in the context of a biological sample (e.g., 
blood, serum, cells, tissue) to thereby determine whether an individual is afiQicted with a 
disease or disorder, or is at risk of developing a disorder, associated with aberrant NOVX 
expression or activity. The disorders include metabolic disorders, diabetes, obesity, infectious 
disease, anorexia, cancer-associated cachexia, cancer, neurodegenerative disorders, 

25 Alzheimer's Disease, Parkinson's Disorder, immune disorders, and hematopoietic disorders, 
and the various dyslipidemias, metabolic disturbances associated with obesity, the metabolic 
syndrome X and wasting disorders associated with chronic diseases and various cancers. The 
invention also provides for prognostic (or predictive) assays for determining whether an 
individual is at risk of developing a disorder associated with NOVX protein, nucleic acid 

30 expression or activity. For example, mutations in an NOVX gene can be assayed in a 

biological sample. Such assays can be used for prognostic or predictive purpose to thereby 
prophylactically treat an individual prior to the onset of a disorder characterized by or 
associated with NOVX protein, nucleic acid expression, or biological activity. 

4 
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Another aspect of the invention provides methods for determining NOVX protein, 
nucleic acid expression or activity in an individual to thereby select appropriate therapeutic or 
prophylactic agents for that individual (referred to herein as "pharmacogenomics"). 
Phannacogenomics allows for the selection of agents (e.g., drugs) for therapeutic or 
5 prophylactic treatment of an individual based on the genotype of the individual (e.g., the 

genotype of the individual examined to determine the abiUty of the individual to respond to a 
particular agent.) 

Yet another aspect of the invention pertains to monitoring the influence of agents (e.g., 
drugs, compounds) on the expression or activity of NOVX in chnical trials. 
1 0 These and other agents are described in fiirther detail in the following sections. 

Diagnostic Assays 

An exemplary method for detecting the presence or absence of NOVX in a biological 
sample involves obtaining a biological sample from a test subject and contacting the biological 

1 5 sample with a compound or an agent capable of detecting NOVX protein or nucleic acid (e.g. , 
mRNA, genomic DNA) that encodes NOVX protein such that the presence of NOVX is 
detected m the biological sample. An agent for detecting NOVX mRNA or genomic DNA is a 
labeled nucleic acid probe capable of hybridizing to NOVX mRNA or genomic DNA. The 
nucleic acid probe can be, for example, a full-length NOVX nucleic acid, such as the nucleic 

20 acid of SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 
102, or a portion thereof, such as an oUgonucleotide of at least 15, 30, 50, 100, 250 or 500 
nucleotides in length and sufficient to specifically hybridize under stringent conditions to 
NOVX mRNA or genomic DNA. Other suitable probes for use in the diagnostic assays of the 
invention are described herein. 

25 An agent for detecting NOVX protein is an antibody capable of binding to NOVX 

protein, preferably an antibody with a detectable label. Antibodies can be polyclonal, or more 
preferably, monoclonal. An intact antibody, or a fragment thereof (e.g., Fab or F(ab*)2) can be 
used. The term "labeled", with regard to the probe or antibody, is intended to encompass 
direct labeling of the probe or antibody by coupling (i.e., physically linking) a detectable 

30 substance to the probe or antibody, as well as indirect labeling of the probe or antibody by 
reactivity with another reagent that is directly labeled. Examples of indirect labeling include 
detection of a primary antibody using a fluorescently-labeled secondary antibody and 
end-labeling of a DNA probe with biotin such that it can be detected with fluorescently- 
labeled streptavidin. The term "biological sample" is intended to include tissues, cells and 
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biological fluids isolated from a subject, as well as tissues, cells and fluids present within a 
subject. That is, the detection method of the invention can be used to detect NOVX mRNA, 
protein, or genomic DNA in a biological sample in vitro as well as in vivo. For example, in 
vitro techniques for detection of NOVX mRNA include Northern hybridizations and in situ 
5 hybridizations. In vitro techniques for detection of NOVX protein include enzyme linked 
immunosorbent assays (ELISAs), Western blots, immunoprecipitations, and 
immunofluorescence. In vitro techniques for detection of NOVX genomic DNA include 
Southern hybridizations. Furthermore, in vivo techniques for detection of NOVX protein 
include introducing into a subject a labeled anti-NOVX antibody. For example, the antibody 

10 can be labeled with a radioactive marker whose presence and location in a subject can be 
detected by standard imaging techniques. 

In one embodiment, the biological sample contains protein molecules from the test 
subject. Alternatively, the biological sample can contain mRNA molecules from the test 
subject or genomic DNA molecules from the test subject. A preferred biological sample is a 

1 5 peripheral blood leukocyte sample isolated by conventional means from a subject. 

In another embodiment, the methods ftirther involve obtaining a control biological 
sample from a control subject, contacting the control sample with a compound or agent 
capable of detecting NOVX protem, mRNA, or genomic DNA, such that the presence of 
NOVX protein, mRNA or genomic DNA is detected in the biological sample, and comparing 

20 the presence of NOVX protein, mRNA or genomic DNA in the control sample with the 
presence of NOVX protein, mRNA or genomic DNA in the test sample. 

The invention also encompasses kits for detecting the presence of NOVX in a 
biological sample. For example, the kit can comprise: a labeled compound or agent capable of 
detecting NOVX protein or mRNA in a biological sample; means for determining the amount 

25 of NOVX in the sample; and means for comparing the amount of NOVX in the sample with a 
standard. The compound or agent can be packaged in a suitable container. The kit can further 
comprise instructions for using the kit to detect NOVX protein or nucleic acid. 

Prognostic Assays 

30 The diagnostic methods described herein can ftirthermore be utilized to identify 

subjects having or at risk of developing a disease or disorder associated with aberrant NOVX 
expression or activity. For example, the assays described herein, such as the precedmg 
diagnostic assays or the following assays, can be utiUzed to identify a subject having or at risk 
of developing a disorder associated with NOVX protein, nucleic acid expression or activity. 
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Alternatively, the prognostic assays can be utilized to identify a subject having or at risk for 
developing a disease or disorder. Thus, the invention provides a method for identifying a 
disease or disorder associated with aberrant NOVX expression or activity in which a test 
sample is obtained from a subject and NOVX protein or nucleic acid (e.g., mRNA, genomic 
5 DNA) is detected, wherein the presence of NOVX protein or nucleic acid is diagnostic for a 
subject having or at risk of developing a disease or disorder associated with aberrant NOVX 
expression or activity. As used herein, a "test sample" refers to a biological sample obtained 
from a subject of interest. For example, a test sample can be a biological fluid (e.g., serum), 
cell sample, or tissue. 

10 Furthermore, the prognostic assays described herein can be used to determine whether 

a subject can be administered an agent (e.g., an agonist, antagonist, peptidomimetic, protein, 
peptide, nucleic acid, small molecule, or other drug candidate) to treat a disease or disorder 
associated with aberrant NOVX expression or activity. For example, such methods can be 
used to determine whether a subject can be effectively treated with an agent for a disorder. 

1 5 Thus, the invention provides methods for determining whether a subject can be effectively 
treated with an agent for a disorder associated with aberrant NOVX expression or activity in 
which a test sample is obtained and NOVX protein or nucleic acid is detected (e.g,, wherein 
the presence of NOVX protein or nucleic acid is diagnostic for a subject that can be 
administered the agent to treat a disorder associated with aberrant NOVX expression or 

20 activity). 

The methods of the invention can also be used to detect genetic lesions in an NOVX 
gene, thereby determining if a subject with the lesioned gene is at risk for a disorder 
characterized by aberrant cell proliferation and/or differentiation. In various embodiments, the 
methods include detecting, in a sample of cells from the subject, the presence or absence of a 

25 genetic lesion characterized by at least one of an alteration affecting the integrity of a gene 
encoding an NOVX-protein, or the misexpression of the NOVX gene. For example, such 
genetic lesions can be detected by ascertaining the existence of at least one of: (z) a deletion of 
one or more nucleotides from an NOVX gene; (ii) an addition of one or more nucleotides to an 
NOVX gene; (in) a substitution of one or more nucleotides of an NOVX gene, (iv) a 

30 chromosomal rearrangement of an NOVX gene; (v) an alteration in the level of a messenger 
RNA transcript of an NOVX gene, (vi) aberrant modification of an NOVX gene, such as of the 
methylation pattern of the genomic DNA, (vii) the presence of a non- wild-type splicing pattern 
of a messenger RNA transcript of an NOVX gene, (viii) a non- wild-type level of an NOVX 
protein, (ix) allelic loss of an NOVX gene, and (x) inappropriate post-translational 
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modification of an NOVX protein. As described herein, there are a large number of assay 
techniques known in the art which can be used for detecting lesions in an NOVX graie. A 
preferred biological sample is a peripheral blood leukocyte sample isolated by conventional 
means from a subject. However, any biological sanqile containing nucleated cells may be 

5 used, including, for example, buccal mucosal cells. 

In certain embodiments, detection of the lesion involves the use of a probe/primer in a 
polymerase chain reaction (PGR) {see. e.g., U.S. Patent Nos. 4,683,195 and 4.683,202), such 
as anchor PGR or RAGE PGR, or, alternatively, in a Ugation chain reaction (LCR) (see, e.g., 
Landegran, et al., 1988. Science 241 : 1077-1080; and Nakazawa, et al., 1994. Proc. Natl 

10 Acad. Sci. USA 91 : 360-364), the latter of which can be particularly useful for detecting point 
mutations in the NOVX-gene {see, Abravaya, et al, 1995, Nucl Acids Res. 23: 675-682). 
This method can include the steps of collecting a sample of cells from a patient, isolating 
nucleic acid {e.g., genomic, mRNA or both) from the cells of the sample, contactmg the 
nucleic acid sample with one or more primers that specificaUy hybridize to an NOVX gene 

1 5 under conditions such that hybridization and ampUfication of the NOVX gene (if present) 

occurs, and detecting the presence or absence of an ampUfication product, or detecting the size 
of the amplification product and comparing the length to a control sample. It is anticipated 
that PGR and/or LGR may be desirable to use as a prehminary amplification step hi 
conjunction with any of the techniques used for detecting mutations described herein. 

20 Alternative ampUficatiori methods uiclude: self sustamed sequence replication {see. 

Guatelli, et al, 1990. Proc. Natl Acad. Sci. USA 87: 1874-1878). transcriptional amplification 
system {see, Kwoh. et al, 1989. Proc. Natl Acad. Sci. USA 86: 1 173-1 177); Qp Rephcase 
{see. Lizardi, et al, 1988. BioTechnology 6: 1 197), or any other nucleic acid ampUfication 
method, followed by the detection of the ampUfied molecules using techniques well known to 

25 those of skiU in the art. These detection schemes are especially usefiil for the detection of 
nucleic acid molecules if such molecules are present in very low numbers. 

In an alternative embodiment, mutations in an NOVX gene from a sample ceU can be 
identified by alterations in restriction enzyme cleavage patterns. For example, sample and 
control DNA is isolated, amplified (optionally), digested with one or more restriction 

30 endonucleases, and fragment length sizes are determined by gel electrophoresis and compared. 
Differences in fragment length sizes between sample and control DNA indicates mutations in 
the sample DNA. Moreover, the use of sequence specific ribozymes (see, e.g., U.S. Patent 
No. 5,493,531) can be used to score for the presence of specific mutations by development or 
loss of a ribozyme cleavage site. 
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In other embodiments, genetic mutations in NO VX can be identified by hybridizing a 
sample and control nucleic acids, e.g., DNA or RNA, to high-density arrays containing 
hundreds or thousands of oligonucleotides probes. See, e.g., Cronin, et aL, 1996. Human 
Mutation 7: 244-255; Kozal, et al, 1996. Nat. Med. 2: 753-759. For example, genetic 
5 mutations in NOVX can be identified in two dimensional arrays containing light-generated 
DNA probes as described in Cronin, et aLy supra. Briefly, a first hybridization array of probes 
can be used to scan through long stretches of DNA in a sample and control to identify base 
changes between the sequences by making linear arrays of sequential overlapping probes. 
This step allows the identification of point mutations. This is followed by a second 

10 hybridization array that allows the characterization of specific mutations by using smaller, 
specialized probe arrays complementary to all variants or mutations detected. Each mutation 
array is composed of parallel probe sets, one complementary to the wild-type gene and the - 
other complementary to the mutant gene. 

In yet another embodiment, any of a variety of sequencing reactions known in the art 

1 5 can be used to directly sequence the NOVX gene and detect mutations by comparing the 
sequence of the sample NOVX with the corresponding wild-type (control) sequence. 
Examples of sequencing reactions include those based on techniques developed by Maxim and 
Gilbert, 1977. Proc. Natl Acad. Set USA 74: 560 or Sanger, 1977. Proc. Natl. Acad. Sci. USA 
74: 5463. It is also contemplated that any of a variety of automated sequencing procedures 

20 can be utilized when performing the diagnostic assays (see, e.g., Naeve, et al.^ 1995. 
Biotechniques 19: 448), including sequencing by mass spectrometry (see, e.g.^ PCT 
Intemational Publication No. WO 94/16101; Cohen, et al., 1996. Adv. Chromatography 36: 
127-162; and Griffin, et ai, 1993. AppL Biochem. Biotechnol. 38: 147-159). 

Other methods for detecting mutations in the NOVX gene include methods in which 

25 protection from cleavage agents is used to detect mismatched bases in RNA/RNA or 

RNATDNA heteroduplexes. See, e.g., Myers, et a/., 1985. Science 230: 1242. In general, the 
art technique of "mismatch cleavage" starts by providing heteroduplexes of fomied by 
hybridizing (labeled) RNA or DNA containing the wild-type NOVX sequence with potentially 
mutant RNA or DNA obtained from a tissue sample. The double-stranded duplexes are 

30 treated with an agent that cleaves single-stranded regions of the duplex such as which will 
exist due to basepair mismatches between the control and sample strands. For instance, 
RNA/DNA duplexes can be treated with RNase and DNA/DNA hybrids treated with Si 
nuclease to enzymatically digesting the mismatched regions. In other embodiments, either 
DNA/DNA or RNA/DNA duplexes can be treated with hydroxylamine or osmium tetroxide 
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and with piperidine in order to digest mismatched regions. After digestion of the mismatched 
regions, the resulting material is then separated by size on denaturing polyacrylamide gels to 
determine the site of mutation. See, e.g.. Cotton, et al. 1988. Proc. Natl Acad. Sci. USA 85: 
4397; Saleeba, et al, 1992. Methods Enzymol 217: 286-295. In an embodiment, the control 
5 DNA or RNA can be labeled for detection. 

In still another embodiment, the mismatch cleavage reaction employs one or more 
proteins that recognize mismatched base pairs in double-stranded DNA (so called "DNA 
mismatch repair" enzymes) in defined systems for detecting and mapping point mutations in 
NOVX cDNAs obtained from samples of cells. For example, the mutY enzyme ofE. coli 
10 cleaves A at G/A mismatches and the thymidine DNA glycosylase from HeLa cells cleaves T 
at G/T mismatches. See, e.g., Esa, etaL, 1994. Carcinogenesis 15: 1657-1662. According to 
an exemplary embodiment, a probe based on an NOVX sequence, e.g., a wild-type NOVX 
sequence, is hybridized to a cDNA or other DNA product from a test cell(s). The duplex is 
treated with a DNA mismatch repan enzyme, and the cleavage products, if any, can be 
15 detected from electrophoresis protocols or the like. See, e.g.. U.S. Patent No. 5,459,039. 

In other embodiments, alterations in electrophoretic mobihty will be used to identify 
mutations in NOVX genes. For exan^le, single strand conformation polymorphism (SSCP) 
may be used to detect differences in electrophoretic mobility between mutant and wild type 
nucleic acids. See, e.g., Orita, etal, 1989. Proc. Natl Acad. Sci. USA: 86: 2766; Cotton, 
20 1993. Mutat. Res. 285: 125-144; Hayashi, 1992. Genet. Anal Tech. Appl 9: 73-79. 

Single-stranded DNA fragments of sample and control NOVX nucleic acids wUl be denatured 
and allowed to renature. The secondary stracture of single-stranded nucleic acids varies 
according to sequence, the resulting alteration in electrophoretic mobility enables the detection 
of even a single base change. The DNA fragments may be labeled or detected with labeled 
25 probes. The sensitivity of the assay may be enhanced by using RNA (rather than DNA), in 
which the secondary structure is more sensitive to a change in sequence. In one embodiment, 
the subject method utilizes heteroduplex analysis to separate double stranded heteroduplex 
molecules on the basis of changes in electrophoretic mobility. See, e.g.. Keen, et al, 1991 . 
Trends Genet. 7: 5. 

30 In yet another embodiment, the movement of mutant or wild-type fragments in 

polyacrylamide gels containing a gradient of denaturant is assayed using denaturing gradient 
gel electrophoresis (DGGE). See, e.g., Myers, et al. 1985. Nature 313: 495. When DGGE is 
used as the method of analysis, DNA will be modified to insure that it does not completely 
denature, for example by adding a GC clamp of approximately 40 bp of high-melting GC-rich 
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DNA by PGR. In a further embodiment, a temperature gradient is used in place of a 
denaturing gradient to identify differences in the mobility of control and sample DNA. See, 
e.g., Rosenbaum and Reissner, 19S7. Biophys, Chem. 265: 12753. 

Examples of other techniques for detecting point mutations include, but are not limited 
5 to, selective oligonucleotide hybridization, selective amplification, or selective primer 
extension. For example, oligonucleotide primers may be prepared in which the known 
mutation is placed centrally and then hybridized to target DNA under conditions that permit 
hybridization only if a perfect match is found. See, e.g., Saiki, et ai, 1986. Nature 324: 163; 
Saild, et a/., 1989. Proc, Natl Acad. ScL USA 86: 6230. Such allele specific oligonucleotides 
1 0 are hybridized to PGR amplified target DNA or a number of different mutations when the 

oligonucleotides are attached to the hybridizing membrane and hybridized with labeled target 
DNA. 

Alternatively, allele specific amplification technology that depends on selective PGR 
amplification may be used in conjunction with the instant invention. Oligonucleotides used as 

1 5 primers for specific amplification may carry the mutation of interest in the center of the 

molecule (so that amplification depends on differential hybridization; see, e.g., Gibbs, et al, 
1989. Nucl Acids Res. 17: 2437-2448) or at the extreme 3*-terminus of one primer where, 
under appropriate conditions, mismatch can prevent, or reduce polymerase extension {see, e,g„ 
Prossner, 1993. Tibtec/h 1 1 : 238). In addition it may be desirable to introduce a novel 

20 restriction site in the region of the mutation to create cleavage-based detection. See, e.g, 
Gasparini, et aL, 1992. MoL Cell Probes 6: 1. It is anticipated that in certain embodiments 
amplification may also be performed using Taq ligase for ampUfication. See, e,g, Barany, 
1991. Proc. Natl. Acad. Sci. USA 88: 189. In such cases, Ugation will occur only if there is a 
perfect match at the 3 '-terminus of the 5* sequence, making it possible to detect the presence of 

25 a known mutation at a specific site by looking for the presence or absence of ampUfication. 

The methods described herein may be performed, for example, by utilizing 
pre-packaged diagnostic kits comprising at least one probe nucleic acid or antibody reagent 
described herein, which may be conveniently used, e.g, in clinical settings to diagnose 
patients exhibiting symptoms or family history of a disease or ilhiess involving an NOVX 

30 gene. 

Furthermore, any cell type or tissue, preferably peripheral blood leukocytes, in which 
NOVX is expressed may be utilized in the prognostic assays described herein. However, any 
biological sample containing nucleated cells may be used, including, for example, buccal 
mucosal cells. 
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Pharmacogenomics 

Agents, or modulators that have a stimulatory or inhibitory effect on NOVX activity 
(e.g., NOVX gene expression), as identified by a screening assay described herein can be 
administered to individuals to treat (prophylacticaUy or therapeutically) disorders (The 
5 disorders include metabolic disorders, diabetes, obesity, infectious disease, anorexia, cancer- 
associated cachexia, cancer, neurodegenerative disorders, Alzheimer's Disease, Parkinson's 
Disorder, immune disorders, and hematopoietic disorders, and the various dyslipidemias, 
metaboUc disturbances associated with obesity, the metaboUc syndrome X and wasting 
disorders associated with chronic diseases and various cancers.) In conjunction with such 
10 treatment, the pharmacogenomics {i.e., the study of the relationship between an individual's 
genotype and that individual's response to a foreign compound or drag) of the individual may 
be considered. Differences in metabolism of therapeutics can lead to severe toxicity or 
therapeutic failure by altering the relation between dose and blood concentration of the 
phaimacologicaUy active drug. Thus, the pharmacogenomics of the individual permits the 
1 5 selection of effective agents {e.g. , drugs) for prophylactic or therapeutic treatments based on a 
consideration of the individual's genotype. Such pharmacogenomics can further be used to 
determine appropriate dosages and therapeutic regimens. Accordingly, the activity of NOVX 
protein, expression of NOVX nucleic acid, or mutation content of NOVX genes in an 
individual can be determined to thereby select appropriate agent(s) for therapeutic or 
20 prophylactic treatment of the individual. 

Pharmacogenomics deals with clinically significant hereditary variations in the 
response to drugs due to altered drug disposition and abnormal action in affected persons. See 
e.g., Eichelbaum, 1996. Clin. Exp. Pharmacol. Physiol, 23: 983-985; Under, 1997. Clin. 
Chem., 43: 254-266. In general, two types of pharmacogenetic conditions can be 
25 differentiated. Genetic conditions transmitted as a single factor altering the way drugs act on 
the body (altered drug action) or genetic conditions transmitted as single factors altering the 
way the body acts on drugs (altered drug metaboUsm). These pharmacogenetic conditions can 
occur either as rare defects or as polymorphisms. For example, glucose-6-phosphate 
dehydrogenase (G6PD) deficiency is a common inherited enzymopathy in which the main 
30 clinical complication is hemolysis after ingestion of oxidant drugs (anti-malarials, 
sulfonamides, analgesics, nitrofiarans) and consumption of fava beans. 

As an illustrative embodiment, the activity of drug metaboUzing enzymes is a major 
detenninant of both the intensity and duration of drug actioa The discovery of genetic 
polymorphisms of drug metabolizing enzymes (e.g., N-acetylfransferase 2 (NAT 2) and 
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cytochrome P450 enzymes CYP2D6 and CYP2C19) has provided an explanation as to why 
some patients do not obtain the expected drug effects or show exaggerated drug response and 
serious toxicity after taking the standard and safe dose of a drug. These polymorphisms are 
expressed in two phenotypes in the population, the extensive metabolizer (EM) and poor 
5 metabolizer (PM). The prevalence ofPM is different among different populations. For 

example, the gene coding for CYP2D6 is highly polymorphic and several mutations have been 
identified in PM, which all lead to the absence of functional CYP2D6. Poor metabolizers of 
CYP2D6 and CYP2C19 quite frequently experience exaggerated drug response and side 
effects when they receive standard doses. If a metabolite is the active therapeutic moiety, PM 

10 show no therapeutic response, as demonstrated for the analgesic effect of codeine mediated by 
its CYP2D6-formed metabolite morphine. At the other extreme are the so called ultra-rapid 
metabolizers who do not respond to standard doses. Recently, the molecular basis of 
ultra-rapid metabolism has been identified to be due to CYP2D6 gene amplification. 

Thus, the activity of NOVX protein, expression of NOVX nucleic acid, or mutation 

1 5 content of NOVX genes in an individual can be determined to thereby select appropriate 
agent(s) for therapeutic or prophylactic treatment of the individual. In addition, 
pharmacogenetic studies can be used to apply geno typing of polymorphic alleles encoding 
drug-metabolizing enzymes to the identification of an individual's drug responsiveness 
phenotype. This knowledge, when applied to dosing or drug selection, can avoid adverse 

20 reactions or therapeutic failure and thus enhance therapeutic or prophylactic efficiency when 
treating a subject with an NOVX modulator, such as a modulator identified by one of the 
exemplary screening assays described herein. 



Monitoring of Effects During Clinical Trials 

Monitoring the influence of agents (e.g,, drugs, compounds) on the expression or 
activity of NOVX (e.g., the ability to modulate aberrant cell proliferation and/or 
differentiation) can be applied not only m basic drug screening, but also in clinical trials. For 
example, the effectiveness of an agent determined by a screening assay as described herein to 
increase NOVX gene expression, protein levels, or upregulate NOVX activity, can be 
monitored in clinical trails of subjects exhibiting decreased NOVX gene expression, protein 
levels, or downregulated NOVX activity. Alternatively, the effectiveness of an agent 
determined by a screening assay to decrease NOVX gene expression, protein levels, or 
downregulate NOVX activity, can be monitored in clinical trails of subjects exhibiting 
increased NOVX gene expression, protein levels, or upregulated NOVX activity. In such 
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clinical trials, the expression or activity of NOVX and, preferably, other genes that have been 
impUcated in, for example, a cellular prohferation or immune disorder can be used as a "read 
out" or markers of the immune responsiveness of a particular cell. 

By way of example, and not of limitation, genes, including NOVX, that are modulated 

5 in cells by treatment with an agent (e.g. , compound, drug or small molecule) that modulates 
NOVX activity (e.g., identified in a screening assay as described herein) can be identified. 
Thus, to study the effect of agents on cellular proliferation disorders, for example, in a cUnical 
trial, cells can be isolated and RNA prepared and analyzed for the levels of expression of 
NOVX and other genes implicated in the disorder. The levels of gene expression (i.e., a gene 

10 expression pattern) can be quantified by Northern blot analysis or RT-PCR, as described 

herein, or alternatively by measuring the amount of protein produced, by one of the methods 
as described herein, or by measuring the levels of activity of NOVX or other genes. In this 
manner, the gene expression pattern can serve as a marker, indicative of the physiological 
response of the cells to the agent. Accordingly, this response state may be determined before, 

15 and at various points during, treatment of the individual with the agent. 

hi one embodiment, the invention provides a method for monitoring the effectiveness 
of treatment of a subject with an agent (e.g., an agonist, antagonist, protein, peptide, 
peptidomimetic, nucleic acid, small molecule, or other drug candidate identified by the 
screening assays described herein) comprising the steps of (z) obtaining a pre-administration 

20 sample firom a subject prior to administration of the agent; (//) detecting the level of expression 
of an NOVX protein, mRNA, or genomic DNA in the preadministration sample; {in) obtaining 
one or more post-administration samples firom the subject; (/v) detecting the level of 
expression or activity of the NOVX protein, mRNA, or genomic DNA in the 
post-administration samples; (v) comparing the level of expression or activity of the NOVX 

25 protein, mRNA, or genomic DNA in the pre-administration sample with the NOVX protein, 
mRNA, or genomic DNA in the post administration sample or samples; and (yi) altering the 
administration of the agent to the subject accordingly. For example, increased administration 
of the agent may be desirable to increase the expression or activity of NOVX to higher levels 
than detected, /.e., to increase the effectiveness of the agent. Alternatively, decreased 

30 administration of the agent may be desirable to decrease expression or activity of NOVX to 
lower levels than detected, i.e., to decrease the effectiveness of the agent. 
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Methods of Treatment 

The invention provides for both prophylactic and therapeutic methods of treating a 
subject at risk of (or susceptible to) a disorder or having a disorder associated with aberrant 
NOVX expression or activity. The disorders include cardiomyopathy, atherosclerosis, 
5 hypertension, congenital heart defects, aortic stenosis, atrial septal defect (ASD), 

atrioventricular (A-V) canal defect, ductus arteriosus, puhnonary stenosis, subaortic stenosis, 
ventricular septal defect (VSD), valve diseases, tuberous sclerosis, scleroderma, obesity, 
transplantation, adrenoleukodystrophy, congenital adrenal hyperplasia, prostate cancer, 
neoplasm; adenocarcinoma, lymphoma, uterus cancer, fertility, hemophilia, hypercoagulation, 
10 idiopathic thrombocytopenic purpura, immunodeficiencies, graft versus host disease, AIDS, 
bronchial asthma, Crohn's disease; multiple sclerosis, treatment of Albright Hereditary 
Ostoeodystrophy, and other diseases, disorders and conditions of the like. 

These methods of treatment will be discussed more fully, below. 
Disease and Disorders 

1 5 Diseases and disorders that are characterized by increased (relative to a subject not 

suffering firom the disease or disorder) levels or biological activity may be treated with 
Therapeutics that antagonize (z.e., reduce or inhibit) activity. Therapeutics that antagonize 
activity may be administered in a therapeutic or prophylactic manner. Therapeutics that may 
be utilized include, but are not limited to: (z) an aforementioned peptide, or analogs, 

20 derivatives, fragments or homologs thereof; (ii) antibodies to an aforementioned peptide; (in) 
nucleic acids encoding an aforementioned peptide; (/v) administration of antisense nucleic acid 
and nucleic acids that are "dysfunctional" (i.e., due to a heterologous insertion within the 
coding sequences of coding sequences to an aforementioned peptide) that are utilized to 
"knockout" endogenous function of an aforementioned peptide by homologous recombination 

25 (see, eg., Capecchi, 1989. Science 244: 1288-1292); or (v) modulators ( /.e., inhibitors, 

agonists and antagonists, including additional peptide mimetic of the invention or antibodies 
specific to a peptide of the invention) that alter the interaction between an aforementioned 
peptide and its binding partner. 

Diseases and disorders that are characterized by decreased (relative to a subject not 

30 suffering from the disease or disorder) levels or biological activity may be treated with 

Therapeutics that increase (i.e., are agonists to) activity. Therapeutics that upregulate activity 
may be administered in a therapeutic or prophylactic manner. Therapeutics that may be 
utilized include, but are not limited to, an aforementioned peptide, or analogs, derivatives, 
fragments or homologs thereof; or an agonist that increases bioavailability. 
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Increased or decreased levels can be readily detected by quantifying peptide and/or 
RNA, by obtaining a patient tissue sample (e.g., from biopsy tissue) and assaying it in vitj'o for 
RNA or peptide levels, structure and/or activity of the expressed peptides (or mRNAs of an 
aforementioned peptide). Methods that are well-known within the art include, but are not 
5 limited to, immunoassays (e.g., by Western blot analysis, immunoprecipitation followed by 
sodium dodecyl sulfate (SDS) polyacrylamide gel electrophoresis, immunocytochemistry, etc.) 
and/or hybridization assays to detect expression of mRNAs (e.g.. Northern assays, dot blots, in 
situ hybridization, and the like). 
Prophylactic Methods 

10 In one aspect, the invention provides a method for preventing, in a subject, a disease or 

condition associated with an aberrant NOVX expression or activity, by administering to the 
subject an agent that modulates NOVX expression or at least one NOVX activity. Subjects at 
risk for a disease that is caused or contributed to by aberrant NOVX expression or activity can 
be identified by, for example, any or a combination of diagnostic or prognostic assays as 

1 5 described herein. Administration of a prophylactic agent can occur prior to the manifestation 
of symptoms characteristic of the NOVX aberrancy, such that a disease or disorder is 
prevented or, alternatively, delayed in its progression. Depending upon the type of NOVX 
aberrancy, for example, an NOVX agonist or NOVX antagonist agent can be used for treating 
the subject. The appropriate agent can be determined based on screening assays described 

20 herein. The prophylactic methods of the invention are further discussed in the following 
subsections. 
Therapeutic Methods 

Another aspect of the invention pertains to methods of modulating NOVX expression 
or activity for therapeutic purposes. The modulatory method of the invention involves 

25 contacting a cell with an agent that modulates one or more of the activities of NOVX protein 
activity associated with the cell. An agent that modulates NOVX protein activity can be an 
agent as described herein, such as a nucleic acid or a protein, a naturally-occurring cognate 
ligand of an NOVX protein, a peptide, an NOVX peptidomimetic, or other small molecule, hi 
one embodiment, the agent stimulates one or more NOVX protein activity. Examples of such 

30 stimulatory agents include active NOVX protein and a nucleic acid molecule encoding NOVX 
that has been introduced into the cell, hi another embodiment, the agent inhibits one or more 
NOVX protein activity. Examples of such inhibitory agents include antisense NOVX nucleic 
acid molecules and anti-NOVX antibodies. These modulatory methods can be performed in 
vitj'o {e.g., by culturing the cell with the agent) or, alternatively, in vivo (e.g., by administering 
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the agent to a subject). As such, the invention provides methods of treating an individual 
afflicted with a disease or disorder characterized by aberrant expression or activity of an 
NOVX protein or nucleic acid molecule. In one embodiment, the method involves 
administering an agent (e.g., an agent identified by a screening assay described herein), or 
5 combination of agents that modulates (e.g. , up-regulates or down-regulates) NOVX expression 
or activity. In another embodiment, the method involves administering an NOVX protein or 
nucleic acid molecule as therapy to compensate for reduced or aberrant NOVX expression or 
activity. 

Stimulation of NOVX activity is desirable in sittiaiions in which NOVX is abnormally 
1 0 downregulated and/or in which increased NOVX activity is likely to have a beneficial effect. 
One example of such a situation is where a subject has a disorder characterized by aberrant 
ceU proUferation and/or differentiation (e.g., cancer or immune associated disorders). Another 
example of such a situation is where the subject has a gestational disease (e,g., preclampsia). 

Determination of the Biological Effect of the Therapeutic 

1 5 In various embodiments of the invention, suitable in vitro or in vivo assays are 

performed to determine the effect of a specific Therapeutic and whether its administration is 
indicated for treatment of the affected tissue. 

In various specific embodiments, in vitro assays may be performed with representative 
cells of the type(s) involved in the patient's disorder, to determine if a given Therapeutic exerts 

20 the desired effect upon the cell type(s). Compounds for use in therapy may be tested in 
suitable animal model systems including, but not limited to rats, mice, chicken, cows, 
monkeys, rabbits, and the like, prior to testing in human subjects. Similarly, for in vivo 
testing, any of the animal model system known in the art may be used prior to administration 
to human subjects. 

25 Prophylactic and Therapeutic Uses of the Compositions of the Invention 

The NOVX nucleic acids and proteins of the invention are useful in potential 
prophylactic and therapeutic applications implicated in a variety of disorders including, but not 
limited to: metabolic disorders, diabetes, obesity, infectious disease, anorexia, cancer- 
associated cancer, neurodegenerative disorders, Alzlieimer's Disease, Parkinson's Disorder, 
30 immune disorders, hematopoietic disorders, and the various dyslipidemias, metabolic 
disturbances associated with obesity, the metabolic syndrome X and wasting disorders 
associated with chronic diseases and various cancers. 
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As an example, a cDNA encoding the NOVX protein of the invention may be useful in 
gene therapy, and the protein may be useful when administoed to a subject in need thereof. 
By way of non-limiting example, the compositions of the invention will have efficacy for 
treatment of patients suffering from: metabolic disorders, diabetes, obesity, infectious disease, 
5 anorexia, cancer-associated cachexia, cancer, neurodegenerative disorders, Alzheimer's 
Disease, Parkinson's Disorder, unmune disorders, hematopoietic disorders, and the various 
dysUpidemias. 

Both the novel nucleic acid encoding the NOVX protein, and the NOVX protein of the 
mvention, or fragments thereof, may also be useful in diagnostic apphcations, wherein the 
10 presence or amount of the nucleic acid or the protein are to be assessed. A fiirther use could 
be as an anti-bacterial molecule {i.e., some peptides have been found to possess anti-bacterial 
properties). These materials are further useful in the generation of antibodies, which 
immunospecifically-bind to the novel substances of the mvention for use m therapeutic or 
diagnostic methods. 

1 5 The invention will be further described in the following examples, which do not limit 

the scope of the invention described in the claims. 

EXAMPLES 

Example 1. Identification of NOVX clones 

The novel NOVX target sequences identified in the present invention were subjected to 

20 the exon linking process to confirm the sequence. PGR primers were designed by starting at 
the most upstream sequence available, for the forward primer, and at the most downstream 
sequence available for the reverse primer. Table 17A shows the sequences of the PGR primers 
used for obtaining different clones, hi each case, the sequence was examined, walking inward 
from the respective tennini toward the codmg sequence, until a suitable sequence that is either 

25 unique or highly selective was encountered, or, in the case of the reverse primer, until the stop 
codon was reached. Such primers were designed based on m silico predictions for the full 
length cDNA, part (one or more exons) of the DNA or protem sequence of the target 
sequence, or by franslated homology of the predicted exons to closely related human 
• sequences from other species. These primers were then employed in PGR amplification based 

30 on the following pool of human cDNAs: adrenal gland, bone marrow, brain - amygdala, brain 
- cerebellum, brain - hippocampus, brain - substantia nigra, brain - thalamus, bram -whole, 
fetal brain, fetal kidney, fetal Uver, fetal lung, heart, kidney, lymphoma - Raji, mammary 
gland, pancreas, pituitary gland, placenta, prostate, salivary gland, skeletal muscle, small 
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intestine, spinal cord, spleen, stomach, testis, thyroid, trachea, uterus. Usually the resulting 
amplicons were gel purified, cloned and sequenced to high redundancy. The PGR product 
derived from exon linking was cloned into the pCR2. 1 vector from Invitrogen. The resulting 
bacterial clone has an insert covering the entire open reading frame cloned into the pCR2.1 
vector. Table 17B shows a list of these bacterial clones. The resulting sequences from all 
clones were assembled with themselves, with other fragments in CuraGen Corporation's 
database and with public ESTs. Fragments and ESTs were included as components for an 
assembly when the extent of their identity with another component of the assembly was at 
least 95% over 50 bp. In addition, sequence traces were evaluated manually and edited for 
corrections if appropriate. These procedures provide the sequence reported herein. 

Table 17A. PGR Primers for Exon Linking 



NOVX 
Clone 


Primer 1 <5' - 3' ) 


SEQ 

ID 

NO 


Primer 2 (5' - 3' ) 


SEQ 

ID 

NO 


N0V2 


TGGCTTGATGATATGTGCCTGTAG 


108 


TTATAGTACGAGCAAGA ACTTTGQ 


1 no 

w ^ 


N0V3 


TTATTGACAGTTTATCCTGCCGCACCT | 110 


AACTACTCGTGAGGCTGAGGCAGGAG 


111 


N0V4-1 ' 


CAATCCTTGCGTGTCCTTGCAGTC 


112 


AGCAAGCAAAATCAGGATGTTTTCCTC 


113 


NPV4-2 


CAATCCTTGCGTGTCCTTGCAGTC 


114 


AGCAAG C AAAATGAGGATGTTTTCCTC 


115 


NOVlOb 


GCTACCTTCACCACCTCCTGCTGT 


116 


AAGTGCAGACCTATAGGCCAATACAGG 


117 


NOVlOc 


AGAACCCAAGGCTCCCTGGATT 


118 


CATGGAATTATTCAAATTTGCTCTG 


119 


N0V15 


GT AG CCACAAGACCGGGTCCG 


120 


CCCTGGCCTCTTGGAACTGCTTGAT 


121 


N0V16 


CCGCTGGCCGAGAGGCTGA 


122 


TGTTTAAAGCATTAATAAA 


123 



15 



20 



Physical clone: Exons were predicted by homology and the intron/exon boundaries 
were determined using standard genetic rules. Exons were further selected and refined by 
means of similarity determination using multiple BLAST (for example, tBlastN, BlastX, and 
BlastN) searches, and, in some instances, GeneScan and Grail. Expressed sequences from both 
public and proprietary databases were also added when available to further define and 
complete the gene sequence. The DNA sequence was then manually corrected for apparent 
inconsistencies thereby obtaining the sequences encoding the full-length protein. 

Table 17B. Physical Clones for PGR products 



NOVX Clone 


Bacterial Clone 


N0V2 


Physical clone: 110021 :: COR24CS059 . 698230 .Gl 


N0V3 


Physical clone: 104046 : :C0R24SC113 . 698230 .013 


N0V4 


Physical clone: 110189: :C0R24SC128 . 698230 .M23 


NOVlOb 


Physical clone: 112812: :COR100340173 . 698230 .J3 


NOVlOc 


Physical clone : 128970 : : 80083680 . 698655 .M23 


N0V12 


Physical clone: 112818 :: C0R87917235 . 698230 .Nl 


N0V15 


Physical clone: 112824 : :COR100399281 . 698230 ,B6 


N0V16 


Physical clone: 112826 :: COR101330077 . 698230 .F18 . 
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Example 2. Quantitative expression analysis of clones in various cells and tissues 

The quantitative expression of various clones was assessed using microtiter plates 
containing RNA samples from a variety of nomial and pathology-derived ceUs, cell lines and 
tissues using real time quantitative PGR (RTQ PGR). RTQ PGR was perfonned on a Perkin- 

5 Elmer Biosystems ABI PRISM® 7700 Sequence Detection System. Various collections of 
samples are assembled on the plates, and referred to as Panel 1 (containing cells and cell lines 
from normal and cancer sources), Panel 2 (containing samples derived from tissues, in 
particular from surgical samples, from normal and cancer sources). Panel 3 (containing 
samples derived from a wide variety of cancer sources). Panel 4 (containing ceUs and ceU lines 

1 0 from normal cells and cells related to inflammatory conditions) and Panel CNSD.0 1 
(containing samples from normal and diseased brains). 

First, the RNA samples were normalized to reference nucleic acids such as 
constitutively expressed genes (for example, p-actin and GAPDH). NormaUzed RNA (5 ul) 
was converted to cDNA and analyzed by RTQ-PGR using One Step RT-PGR Master Mix 

15 Reagents (PE Biosystems; Gatalog No. 4309169) and gene-specific primers according to the 
manufacturer's instructions. Probes and primers were designed for each assay according to 
Perldn Ehner Biosystem's Primer Express Software package (version I for Apple Gomputer's 
Macintosh Power PC) or a similar algorithm using the target sequence as input Default 
settings were used for reaction conditions and the following parameters were set before 

20 selecting primers: primer concentration = 250 nM, primer melting temperature (Tm) range = 
58''-60° G, primer optimal Tm = 59° G, maximum primer diflference = 2° G, probe does not 
have 5' G, probe T™ must be lO" G greater than primer Tm, amplicon size 75 bp to 100 bp. 
The probes and primers selected (see below) were synthesized by Synthegen (Houston, TX, 
USA). Probes were double purified by HPLG to remove uncoupled dye and evaluated by 

25 mass spectroscopy to verify coupling of reporter and quencher dyes to the 5' and 3 ' ends of 
the probe, respectively. Their final concentrations were: forward and reverse primers, 900 nM 

each, and probe, 200nM. 

PGR conditions: Normalized RNA from each tissue and each cell line was spotted in 
each well of a 96 well PGR plate (Perkin Ehner Biosystems). PGR cocktails including two 
30 probes (a probe specific for the target clone and another gene-specific probe multiplexed with 
the target probe) were set up using IX TaqMan™ PGR Master Mix for the PE Biosystems 
7700, with 5 mM MgG12, dNTPs (dA, G, G, U at 1:1:1:2 ratios), 0.25 U/ml AmpUTaq Gold™ 
(PE Biosystems), and 0.4 U/nl RNase inhibitor, and 0.25 U/jal reverse transcriptase. Reverse 
transcription was perfonned at 48° C for 30 minutes followed by ampUfication/PGR cycles as 
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follows: 95° CIO min, then 40 cycles of 95° C for 15 seconds, 60° C for 1 minute. Results 
were recorded as CT values (cycle at which a given sample crosses a threshold level of 
fluorescence) using a log scale, with the difference in RNA concentration between a given 
sample and the sample with the lowest CT value being represented as 2 to the power of delta 
5 CT. The percent relative expression is then obtained by taking the reciprocal of this RNA 
difference and multiplying by 100. 

In the results for Panel 1, the following abbreviations are used: 

ca. = carcinoma, 

* = established from metastasis, 
10 met = metastasis, 

s cell var = small cell variant, 

non-s = non-sm = non-small, 

squam = squamous, 

pi. eff = pi effusion = pleural effusion, 
15 glio = glioma, 

astro = astrocytoma, and 

neuro = neuroblastoma. 

Panel 2 

The plates for Panel 2 generally include 2 control wells and 94 test samples composed 

20 of RNA or cDNA isolated from human tissue procured by surgeons working in close 

cooperation with the National Cancer Institute's Cooperative Human Tissue Network (CHTN) 
or the National Disease Research Initiative (NDRI). The tissues are derived from human 
malignancies and in cases where indicated many malignant tissues have "matched margins" 
obtained from noncancerous tissue just adjacent to the tumor. These are termed normal 

25 adjacent tissues and are denoted 'TsfAT" in the results below. The tumor tissue and the 

"matched margins" are evaluated by two independent pathologists (the surgical pathologists 
and again by a pathologists at NDRI or CHTN). This analysis provides a gross 
histopathological assessment of tumor differentiation grade. Moreover, most samples include 
the original surgical pathology report that provides information regarding the clinical stage of 

30 the patient. These matched margins are taken from the tissue surrounding (z.e. immediately 
proximal) to the zone of surgery (designated "NAT", for normal adjacent tissue, in Table RR). 
In addition, RNA and cDNA samples were obtained from various human tissues derived from 
• autopsies performed on elderly people or sudden death victims (accidents, etc.). These tissues 
were ascertained to be free of disease and were purchased from various conunercial sources 

35 such as Clontech (Palo Alto, CA), Research Genetics, and Invitrogen. 

RNA integrity from all samples is controlled for quality by visual assessment of 
agarose gel electropherograms using 28S and 18S ribosomal RNA staining intensity ratio as a 
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guide (2:1 to 2.5:1 28s: 18s) and the absence of low molecular weight RNAs that would be 
indicative of degradation products. Samples are controlled against genomic DNA 
contamination by RTQ PGR reactions run in the absence of reverse transcriptase using probe 
and primer sets designed to amplify across the span of a single exon. 

5 Panel 3D 

The plates of Panel 3D are comprised of 94 cDNA samples and two control samples. 
Specifically, 92 of these samples are derived from cultured human cancer cell lines, 2 samples^ 
of human primary cerebellar tissue and 2 controls. The human ceU lines are generally 
obtained from ATCC (American Type Culture Collection), NCI or the German tumor ceU 

10 bank and fall into the following tissue groups: Squamous cell carcinoma of the tongue, breast 
cancer, prostate cancer, melanoma, epidermoid carcinoma, sarcomas, bladder carcinomas, 
pancreatic cancers, kidney cancers, leukemias/lymphomas, ovarian/uterine/cervical, gastric, 
colon, lung and CNS cancer cell lines. In addition, there are two independent samples of 
cerebellum. These cells are all cultured under standard recommended conditions and RNA 

15 extracted using the standard procedures. The cell Unes in panel 3D and 1.3D are of the most 
common cell lines used in the scientific literature. 

RNA integrity from all samples is controlled for quality by visual assessment of 
agarose gel electropherograms using 28S and IBS ribosomal RNA staining intensity ratio as a 
guide (2: 1 to 2.5 : 1 28s: 1 8s) and the absence of low molecular weight RNAs that would be 

20 indicative of degradation products. Samples are controlled against genomic DNA 

contamination by RTQ PGR reactions run in the absence of reverse transcriptase usmg probe 
and primer sets designed to amplify across the span of a single exon. 

Panel 4 

Panel 4 includes samples on a 96 well plate (2 control wells, 94 test samples) 

25 composed of RNA (Panel 4r) or cDNA (Panel 4d) isolated from various human cell hnes or 

tissues related to inflammatory conditions. Total RNA from control normal tissues such as 

colon and lung (Stratagene ,La JoUa, CA) and thymus and kidney (Clontech) were employed. 

Total RNA from liver tissue from cirrhosis patients and kidney from lupus patients was 

obtained from BioChain (Biochain Institute, Inc., Hayward, CA). Intestinal tissue for RNA 

30 preparation from patients diagnosed as having Crohn's disease and ulcerative colitis was 

obtained from the National Disease Research Interchange (NDRI) (Philadelphia, PA). 

Astrocytes, lung fibroblasts, dermal fibroblasts, coronary artery smooth muscle cells, 

small airway epithelium, bronchial epithelium, microvascular dermal endothelial cells, 
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microvascular lung endothelial ceUs, human pulmonary aortic endothelial ceUs, human 
umbiUcal vein endotheUal cells were all purchased from Clonetics (Walkersville, MD) and ■ 
grown in the media supplied for these cell types by Clonetics. These primary cell types were 
activated with various cytokines or combinations of cytokines for 6 and/or 12-14 hours, as 
5 indicated. The following cytokines were used; IL-1 beta at approximately 1-5 ng/ml, TNF 
alpha at approximately 5-10 ng/ml, EFN gamma at approximately 20-50 ng/ml, IL-4 at 
approximately 5-10 ng/ml, IL-9 at approximately 5-10 ng/ml, IL-13 at approximately 5-10 
ng/ml. Endothelial cells were sometimes starved for various times by culture in the basal 
media from Clonetics with 0.1% serum. 
1 0 Mononuclear cells were prepared from blood of employees at CuraGen Corporation, 

using Ficoll. LAK cells were prepared from these cells by culture in DMEM 5% FCS 
(Hyclone), 100 ^iM non essential amino acids (Gibco/Life Technologies, Rockville, MD), 1 
mM sodium pyruvate (Gibco), mercaptoethanol 5.5 x 10"* M (Gibco), and 10 mM Hepes 
(Gibco) and Interieukin 2 for 4-6 days. Cells were tiien either activated with 10-20 ng/ml 
15 PMA and 1-2 ^g/ml ionomycin, IL-12 at 5-10 ng/ml, IFN gamma at 20-50 ng/ml and IL-18 at 
5-10 ng/ml for 6 hours. In some cases, mononuclear cells were cultured for 4-5 days in 
DMEM 5% FCS (Hyclone), 100 ^iM non essential amino acids (Gibco), 1 mM sodium 
pyruvate (Gibco), mercaptoethanol 5.5 x 10"^ M (Gibco), and 10 mM Hepes (Gibco) with 
PHA (phytohemagglutinin) or PWM (pokeweed mitogen) at approximately 5 ^g/ml. Samples 
20 were taken at 24, 48 and 72 hours for RNA preparation. MLR (mixed lymphocyte reaction) 
samples were obtained by taking blood from two donors, isolating the mononuclear cells using 

_ • 

Ficoll and mixing the isolated mononuclear cells 1 : 1 at a final concentration of approximately 
2x10^ cells/ml in DMEM 5% FCS (Hyclone), 100 jiM non essential amino acids (Gibco), 1 
mM sodium pyruvate (Gibco), mercaptoethanol (5.5 x 10"^ M) (Gibco), and 10 mM Hepes 

25 (Gibco). The MLR was cultured and samples taken at various time points ranging from 1 - 7 
days for RNA preparation. 

Monocytes were isolated from mononuclear cells using CD 14 Miltenyi Beads, +ve VS 
selection columns and a Vario Magnet according to the manufacturer's instructions. 
Monocytes were differentiated into dendritic cells by culture in DMEM 5% fetal calf serum 

30 (FCS) (Hyclone, Logan, UT), 100 nM non essential amino acids (Gibco), 1 mM sodium 

pyruvate (Gibco), mercaptoethanol 5.5 x 10"^ M (Gibco), and 10 mM Hepes (Gibco), 50 ng/ml 
GMCSF and 5 ng/ml IL-4 for 5-7 days. Macrophages were prepared by culture of monocytes 
for 5-7 days in DMEM 5% FCS (Hyclone), 100 jxM non essential amino acids (Gibco), 1 mM 
sodium pyruvate (Gibco), mercaptoethanol 5.5 x 10'^ M (Gibco), 10 mM Hepes (Gibco) and 
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10% AB Human Serum or MCSF at approximately 50 ng/ml. Monocytes, macrophages and 
dendritic cells were stimulated for 6 and 12-14 hours with lipopolysaccharide (LPS) at 100 
ng/ml. Dendritic cells were also stimulated with anti-Cp40 monoclonal antibody 
(Pharmingen) at 10 jig/ml for 6 aud 12-14 hours. 
5 CD4 lymphocytes, CDS lymphocytes and NK cells were also isolated from 

mononuclear cells using CD4, CDS and CD56 Miltenyi beads, positive VS selection columns 
and a Vario Magnet according to the manufacturer's instructions. CD45RA and CD45RO CD4 
lymphocytes were isolated by depleting mononuclear cells of CDS, CD56, CD14 and CD19 
cells using CDS, CD56, CD14 and CD19 Miltenyi beads and positive selection. Then 
1 0 CD45RO beads were used to isolate the CD45RO CD4 lymphocytes with the remaining ceUs 
being CD45RA CD4 lymphocytes. CD45RA CD4. CD45RO CD4 and CDS lymphocytes 
were placed in DMEM 5% FCS (Hyclone), 100 \iM non essential amino acids (Gibco), 1 mM 
sodium pyruvate (Gibco), mercaptoethanol 5.5 x 10"^ M (Gibco), and 10 mM Hepes (Gibco) 
and plated at 10^ cells/ml onto Falcon 6 well tissue culture plates that had been coated 
1 5 overnight with 0.5 ng/ml anti-CD28 (Pharmingen) and 3 ug/ml anti-CD3 (0KT3, ATCC) in 
PBS. After 6 and 24 hours, the cells were harvested for RNA preparation. To prepare 
chronically activated CDS lymphocytes, we activated the isolated CDS lymphocytes for 4 days 
on anti-CD28 and anti-CD3 coated plates and then harvested the cells and expanded them in 
DMEM 5% FCS Cyclone), 100 hM non essential amino acids (Gibco), 1 mM sodium 
20 pyruvate (Gibco), mercaptoethanol 5.5 x lO'* M (Gibco), and 10 mM Hepes (Gibco) and IL-2. 
The expanded CDS cells were then activated again with plate bound anti-CD3 and anti-CD28 
for 4 days and expanded as before. RNA was isolated 6 and 24 hours after the second 
activation and after 4 days of the second expansion culture. The isolated NK cells were 
cultured in DMEM 5% FCS (Hyclone), 100 ^M non essential amino acids (Gibco), 1 mM 
25 sodium pyravate (Gibco), mercaptoethanol 5.5 x 10'^ M (Gibco), and 10 mM Hepes (Gibco) 
and IL-2 for 4-6 days before RNA was prepared. 

To obtain B cells, tonsils were procured from NDRI. The tonsil was cut up with sterile 
dissecting scissors and then passed through a sieve. Tonsil ceUs were then spun down and 
resupended at lO** cells/ml in DMEM 5% FCS (Hyclone), 100 ^M non essential amino acids 
30 (Gibco), 1 mM sodium pyruvate (Gibco), mercaptoethanol 5.5 x 10'^ M (Gibco), and 10 mM 
Hepes (Gibco). To activate the cells, we used PWM at 5 jig/ml or anti-CD40 (Pharmingen) at 
approximately 10 ^g/ml and IL-4 at 5-10 ng/ml. Cells were harvested for RNA preparation at 
24,48 and 72 hours. 
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To prepare the primary and secondary Thl/Th2 and Trl cells, six-well Falcon plates 
were coated overnight with 10 ng/ml anti-CD28 (Phaimingen) and 2 ng/ml 0KT3 (ATCC), 
and then washed twice with PBS. UmbiUcal cord blood CD4 lymphocytes (Poietic Systems, 

_ 5 6 

German Town, MD) were cultured at 10 -10 cells/ml in DMEM 5% FCS (Hyclone), 100 nM 
5 non essential amino acids (Gibco), 1 mM sodium pyruvate (Gibco), mercaptoethanol 5.5 x 10" 
^ M (Gibco), 10 mM Hepes (Gibco) and IL-2 (4 ng/ml). E.-12 (5 ng/ml) and anti-IL4 (1 
□g/ml) were used to direct to Thl, while IL-4 (5 ng/ml) and anti-EFN gamma (1 Dg/ml) were 
used to direct to Th2 and IL-10 at 5 ng/ml was used to direct to Trl. After 4-5 days, the 
activated Thl, Th2 and Trl lymphocytes were washed once in DMEM and expanded for 4-7 
1 0 days in DMEM 5% FCS (Hyclone), 1 00 non essential amino acids (Gibco), 1 mM sodium 
pyruvate (Gibco), mercaptoethanol 5.5 x 10"* M (Gibco), 10 mM Hepes (Gibco) and IL-2 (1 
ng/ml). Following this, the activated Thl, Th2 and Trl lymphocytes were re-stimulated for 5 
days with anti-CD28/OKT3 and cytokines as described above, but with the addition of anti- 
CD95L (1 Dg/ml) to prevent apoptosis. After 4-5 days, the Thl, Th2 and Trl lymphocytes 
15 were washed and then expanded again with IL-2 for 4-7 days. Activated Thl and Th2 

lymphocytes were maintained in this way for a maximum of three cycles. RNA was prepared 
from primary and secondary Thl, Th2 and Trl after 6 and 24 hours following the second and 
third activations with plate bound anti-CD3 and anti-CD28 mAbs and 4 days into the second 
and third expansion cultures in Interleukin 2. 
20 The following leukocyte cells hnes were obtained from the ATCC: Ramos, EOL- 1 , 

KU-812. EOL cells were further differentiated by culture in 0.1 mM dbcAMP at 5 xlO^ 
cells/ml for 8 days, changing the media every 3 days and adjusting the cell concentration to 5 
xlO' cells/ml. For the culture of these cells, we used DMEM or RPMI (as recommended by 
the ATCC), with the addition of 5% FCS (Hyclone), 100 ^M non essential amino acids 
25 (Gibco), 1 mM sodium pyruvate (Gibco), mercaptoethanol 5.5 x 1 0'^ M (Gibco), 1 0 mM 

Hepes (Gibco). RNA was either prepared from resting cells or cells activated Avith PMA at 10 
ng/ml and ionomycin at 1 ng/ml for 6 and 14 hours. Keratinocyte line CCD 106 and an airway 
epithelial tumor Une NCI-H292 were also obtained from the ATCC. Both were cultured in 
DMEM 5% FCS (Hyclone), 100 iM non essential amino acids (Gibco), 1 mM sodium 
30 pymvate (Gibco), mercaptoethanol 5.5 x 10"* M (Gibco), and 10 mM Hepes (Gibco). 

CCDl 106 cells were activated for 6 and 14 hours with approximately 5 ng/ml TNF alpha and 
1 ng/ml IL-1 beta, while NCI-H292 cells were activated for 6 and 14 hours with the following 
cytokines: 5 ng/ml IL-4, 5 ng/ml IL-9, 5 ng/ml IL-1 3 and 25 ng/ml IFN gamma. 
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For these cell lines and blood cells, RNA was prepared by lysing approximately 10 
cells/ml using Trizol (Gibco BRL). Briefly, 1/10 volume of bromochloropropane (Molecular 
Research Corporation) was added to the RNA sample, vortexed and after 10 minutes at room 
temperature, the tubes were spun at 14,000 rpm in a Sorvall SS34 rotor. The aqueous phase 

5 was removed and placed in a 1 5 ml Falcon Tube. An equal volume of isopropanol was added 
and left at -20 degrees C overnight. The precipitated RNA was spun down at 9,000 ipm for 
15 min in a Sorvall SS34 rotor and washed m 70% ethanol. The pellet was redissolved in 300 
til of RNAse-free water and 35 jil buffer (Promega) 5 ^l DTT. 7 nl RNAsin and 8 h1 DNAse 
were added. The tube was incubated at 37 degrees C for 30 minutes to remove contaminating 

1 0 genomic DNA, extracted once with phenol chloroform and re-precipitated with 1/10 volume 
of 3 M sodium acetate and 2 volumes of 100% ethanol. The RNA was spun down and placed 
in RNAse free water. RNA was stored at -80 degrees C. 

Panel CNSD.Ol 

The plates for Panel CNSD.Ol include two control weUs and 94 test samples 
15 comprised of cDNA isolated from postmortem human brain tissue obtained from the Harvard 
Brain Tissue Resource Center. Brains are removed from calvaria of donors between 4 and 24 
hours after death, sectioned by neuroanatomists, and frozen at -80°C in Uquid nitrogen vapor. 
All brains are sectioned and examined by neuropathologists to confirm diagnoses with clear 

associated neuropathology. 

20 Disease diagnoses are taken from patient records. The panel contains two brains from 

each of the following diagnoses: Alzheimer's disease, Parkinson's disease, Huntington's 
disease, Progressive Supemuclear Palsy, Depression, and "Normal controls". Within each of 
these brains, tiie foUowing regions are represented: cingulate gyrus, temporal pole, globus 
palladus, substantia nigra, Brodman Area 4 (primary motor strip), Brodman Area 7 (parietal 

25 cortex), Brodman Area 9 (prefrontal cortex), and Brodman area 17 (occipital cortex). Not aU 
brain regions are represented in all cases; e.g., Huntington's disease is characterized in part by 
neurodegeneration in tiie globus palladus. thus this region is impossible to obtain from 
confirmed Huntington's cases. Likewise Parkinson's disease is characterized by degeneration 
" ofthe substantia nigra making this region more difficult to obtain. Normal control brains were 

30 examined for neuropathology and found to be free of any pathology consistent with 

neiurodegeneration. 

RNA integrity from aU samples is controlled for quaUty by visual assessment of 
agarose gel electropherograms using 28S and 18S ribosomal RNA staining intensity ratio as a 
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guide (2:1 to 2.5:1 28s: 18s) and the absence of low molecular weight RNAs that would be 
indicative of degradation products. Samples are controlled against genomic DNA 
contamination by RTQ PGR reactions run in the absence of reverse transcriptase using probe 
and primer sets designed to amplify across the span of a single exon. 

In the labels employed to identify tissues in the CNS panel, the following abbreviations 
are used: 

PSP = Progressive supranuclear palsy 
Sub Nigra = Substantia nigra 
Glob Palladus= Globus palladus 
Temp Pole = Temporal pole 
Cing Gyr = Cingulate gyrus 
BA 4 = Brodman Area 4 



15 



20 



xiiv r^^.wuojj^_rv gcuc cuwucs d u protem-coupiea receptor (GPCR), a type of cell 
surface receptor involved in signal transduction. The AC068339_A gene product is most 
similar to members of the odorant receptor subfamily of GPCRs. Based on analogy to other 
odorant receptor genes, we predict that expression of the AC068339_A gene may be highest in 
nasal epithelium, a sample not represented on these panels. 

NOVl - 24CS059 

Expression of the NOVl gene, referred to as 24CS059, was assessed using the primer- 
probe set Ag3975, described in Table 1 8A. Results from RTQ-PCR runs are shown in Tables 
ISBand 18C. 



Table 18A. Probe Name Ag3975 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 

ID 

NO 


Forward 


5 ' >CTGAACTCAGTTGGCAAAGG-3 ' 


58.5 


20 


5596 


124 


Probe 


FAM-5 ' -TCTGTGGGTAAATCCTCTTTCACATG- 
3 ' -TAMRA 


64.5 


26 


5622 


125 


Reverse 


5 ' -AGGGCCACATCATGTATGTTAG-3 • 


58.9 


22 


5672 


126 



25 



Table 18B. Panel 2.1 



Tissue Name 


Relative 
Expression (%) 


Tissue Name 


Relative 

Expression (%) 


2.1x4ttn6G80£ 
ag3975 al 


2.1x4tm6080£ 
ag3975 al 


Normal Colon GENPAK 061003 


41.7 


Kidney Cancer Clontech 
9010320 


0.0 


97759 Colon cancer 
(0006064) 


7.2 


Kidney NAT Clontech 
9010321 


52.9 



212 



SNSCWCia <W0 02ie599A2J.> 



wo 02/16599 



PCTAJSOl/26510 



97760 Colon cancer NAT 
(OD06064) 



0.0 



Kidney Cancer Clontech 
8120607 



97778 Colon cancer 
(OD06159) 



b.o 



3.3 



Kidney NAT Clontech 
8120608 



0.0 



97779 Colon cancer NAT 
(OD06159) 



10.2 



98859 Colon cancer 
(OD06298-08) 



5.3 



98860 Colon cancer NAT 
(OD06298-018) lO.O 

83237 CC Gr.2 ascend colon 
(OD03921) kl.l 

83238 CC NAT (OD03921) |30.9 



97766 Colon cancer 
metastasis (OD06104) 



97767 Lung NAT (OD06104) lo . 0 
87472 Colon raets to lung 
(OD04451-01) I23.S 



87473 liUng NAT (OD04451- 

02) 



Normal Prostate Clontech 
A+ 6546-1 (8090438) 



17.0 



12.0 



2.5 



84140 Prostate Cancer 
(OD04410) 



4.5 



84141 Prostate NAT 
(OD04410) 

Normal Lung GENPAK 061010 
92337 Invasive poor diff 
lung adeno (OD04945-01 



26.1 



92338 Lung NAT {OD04945- 

03) 



99.1 



84136 Lung Malignant 
Cancer {OD03126) 



4.3 



84137 Lung NAT (OD03126) 130.4 



90372 Lung Cancer 

{OD05014A) 



19.9 



90373 Lung NAT (OD05014B) 30.8 



85970 Lung NAT (OD04237- 
02) 

83255 Ocular Mel Met to 
iver (ODO4310) 



83256 Liver NAT (ODO4310) 11.2 



5950 Lung Cancer 
OD04237-01) 



18.1 



42 .7 



18.6 



84139 Melanoma Mets to 
Lung (OD04321) . 



32.4 



8413 8 Lung NAT (OD04321) 13.8 



Normal Kidney GENPAK 
061008 



44 .0 



83786 Kidney Ca, Nuclear 
grade 2 (OD04338) 



41.7 



83787 Kidney NAT (OD04338) 51.4 



83 788 Kidney Ca Nuclear 
grade 1/2 (OD04339) 



22.1 



Normal Uterus GENPAK 
061018 



33.6 



Uterus Cancer GENPAK 
064011 



10.8 



Normal Thyroid Clontech A+ 

570-1 (7080817) 
Thyroid Cancer GENPAK 

64010 

Thyroid Cancer INVITROGEN 
A302152 



Thyroid NAT INVITROGEN 
A302153 



Normal Breast GENPAK 
61019 

4877 Breast Cancer 
(OD04566) 



Breast Cancer Res. Gen. 
1024 



85975 Breast Cancer 
OD04590-01) 



85976 Breast Cancer Mets 

OD04590-03) 



8.3 



22.6 



44.3 



82.8 



88.8 



40.5 



18.7 



0.0 



17.9 



7070 Breast Cancer 
Metastasis (OD04655-0 5) 
GENPAK Breast Cancer 

064006 

Breast Cancer Clontech 
9100266 



Breast NAT 
9100265 



Clontech 



Breast Cancer INVITROGEN 

A209073 



Breast NAT INVITROGEN 
A2090734 



Normal Liver GENPAK 0 6 1 0 09 
Liver Cancer Research 
Genetics RNA 1026 



Liver Cancer Research 
Genetics RNA 1025 



10.8 



10.2 



13.6 



34.7 



0.0 



79.2 



44 .5 



0.0 



Paired Liver Cancer Tissue 
Research Genetics RNA 
6004-T 

Paired Liver Tissue 
Research Genetics RNA 
6004-N 



8.3 



4.2 



0.0 



Paired Liver Cancer Tissue 
Research Genetics RNA 
6005-T 



3.7 



Paired Liver Tissue 
Research Genetics RMA 
6005-N . 



Liver Cancer GENPAK 064003 



0.0 



Normal Bladder GENPAK 
061001 



Bladder Cancer Research 

1023 

Bladder Cancer INVITROGEN 
A302173 



Normal Ovary Res. Gen. 



0.0 



35.0 



0.0 



36.6 



0.0 
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83789 Kidney NAT {OD04339) 


10.5 


jOvarian Cancer GENPAK 
064008 


2.9 


93 790 Kidney Ca, clear 
cell type (OD04340) 


20.1 


97773 Ovarian cancer 
(OD06145) 


0.0 


83791 Kidney NAT (OD04340) 


34.2 


97775 Ovarian cancer NAT 
(OD0614 5) 


9.9 


83792 Kidney Ca, Nuclear 
grade 3 (OD0434 8) 


4.6 


Normal Stomach GENPAK 
061017 


14 .6 


83793 Kidney NAT (OD04348) 


17.4 


Gastric Cancer Clontech 
9060397 


0.0 


85973 Kidney Cancer 
(OD04450-01) 


100.0 


NAT Stomach Clontech 
9060396 


6.3 


85974 Kidnev MAT lf\nnAAcn 
03) 


55.5 


Gastric Cancer Clontech 
9060395 


39.4 


Kidney Cancer Clontech 
8120613 


0.0 


NAT Stomach Clontech 

9060394 


16.6 


Kidney NAT Clontech 
8120614 


0.0 


Gastric Cancer GENPAK 

064005 


55.3 



Table 18C. Panel 4.1D 



Tissue Name 


Relative 

Expression (%) 




Relative 
Expression (%) 


4.1dx4tm608li 
ag3975 al 


Tissue Name 


4 . ldjf:4tm.60ftlf 
ag3975 al 


93768_Secondary Thl anti- 
CD28/anti-CD3 


3.2 


93100_HUVEC 

(Endothelial) IL-lb 


0.6 


93769_Secondary Th2 anti- 
CD28/anti-CD3 


4.3 


93779_HUVEC 

(Endothelial) IFN gamma 


0.3 


93 770_Secondary Trl anti- 
CD28/anti-CD3 


2.0 


93102_HUVEC 

(Endothelial) _TNP alpha + 
IFN gamma 


1.7 


935 73_Secondary 

Thl_resting day 4-6 in IL- 
2 


0.0 


93101_HUVEC 

(Endothelial) TNF alpha + 
IL4 "2 


1.3 


93 572_Secondary 

Th2 r&Qt'ina Ha^r a—C i ■« tt 
2 


0.8 


93781_HUVEC 
(Endothelial) IL-11 


0.5 


93571_Secondary 

Trl_re sting day 4-6 in IL- 

2 


0.0 


93 583__Lung Microvascular 
Endothelial Cells none 


3.2 


93568_priraary Thl anti- 
CD28/anti-CD3 


4.3 


93584_Lung Microvascular 
Endothelial Cells_TNFa (4 
ng/ml) and ILlb (1 ng/ml) 


4.2 


93569_j3rimary Th2 anti- 
CD28/anti-CD3 


6.0 


92662_Microvascular Dermal 
endothelium none 


1.1 


93 570_primary Trl anti- 
CD28/anti-CD3 


2.8 


92663_Microsvasular Dermal 
endothelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


1.4 


93 565_primary Thl_resting 

dy 4-6 in IL-2 


.0 


93773_Bronchial 
epithelium_TNPa (4 ng/ml) 
and ILlb (1 ng/ml) ** 


5.8 


93 566 ^primary Th2 resting 
dy 4-6 in IL-2 


0.4 


9334 7_Small Airway 
Epithelium none 


0.0 


93 567_primary Trl_resting 
dy 4-6 in IL-2 i 


] 

[).3 , 


93348_Small Airway 
Epithelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) ( 


5.3 


93351_CD45RA CD4 

lymphocyte anti-CD28/anti- 
CD3 


3.0 < 


92668_Coronery Artery 
SMC resting 


L.4 


93352_CD45R0 CD4 

lymphocyte anti-CD28/anti- 

CD3 


c 

J ,2 : 


32669_Coronery Artery 
3MC_TNFa (4 ng/ml) and 
CLlb (1 ng/ml) 


).2 


93251_CD8 

Lymphocytes anti- ( 


).9 < 


53107 astrocytes resting 3 


L.O 
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93353_chronic CDS 
Lymphocytes 2ry_resting dy 
4-6 in IL~2 14.9 
93574_chronic CDS 
Lymphocytes 2ry_activated 
CP3/CD28 7 • ^ 



933 54 CD4 none 



0.4 



p32S2_Secondary 
|thl/Th2/Trl anti'CD95 CHll 0.8 



1.2 



93788 LAK cells_IL-2 



1.2 



93787 LAK cells IL-2+IL-12 |lOO. 0 



|93789_LAK cells_IL-2+IFN 
[gamma 



1.8 



|93790_LAK cells_IL-2+ IL- 
18 



3.8 



93104_LAK 

cells_PMA/ionoraycin and 

IL-18 

93578_NK Cells IL- 
12 resting 



3.1 



1.1 



|93109_Mixed Lymphocyte 
Reaction Two Way MLR 



3.9 



931l0_Mixed Lymphocyte 
.Reaction Two Way MLR 



2.2 



!93111_Mixed Lymphocyte 
iReaction _Two Way MLR 

|93112_Mon6nuclear Cells 
(PBMCs)_resting 



0.7 



0.3 



l93113_Mononuclear Cel 1 s 
(PBMCs) PWM , 



6.8 



|93 114__Mononuclear Cells 
(PBMCs) PHA-L 



2.0 



|93249_Ramos (B celD^none [31.1 
93250_Ramos (B 

Icell) ^ionomycin 134.8 



|93349_B lymphocytes__PWM 5.9^ 



l93350_B lymphoyt e a_CD4 0 L 
and IL-4 



|92665_E0L-1 
{ EOS inophil ) _dbcAMP 
[differentiated 



13.0 



93248_EOL-l 

( EOS inophil ) _dbcAMP/ PMAion 
om ycin 



93356 Dendritic Cells none 



93355_Dendritic Cells_LPS 
100 ng/ml . 



3.6 



4.0 



2.2 



937 75_Dendritic 
Cells anti-CD40 



93774 Monocytes resting 




93776_Monocytes_LPS 50 
ng/ml _ 



93 58l_MacrophaQe3 resting 



93582_Macrophages_LPS 100 

ng/ml 



11.4 



0.8 



0.0 



PCT/USOl/26510 



9310S_astrocytes_TNFa (4 
ng/ml) and ILlb Tl ng/ml) 

92666_KU-812 
Basophil) resting 



92667_KU-812 
(Basophil) PMA/ionoycin 



93579_CCD1106 
Keratinocytes) _none 

93580_CCD1106 
(Keratinocytes)_TNFa and 

IFNg ** 



93791_Liver Cirrhosis 4.2 



93577 NCI-H292 



6.1 



10.2 



17.7 



93358 NCI-H292 _IL-4 



93360 NCI-H292IL-9 



93359 NCI-H292 IL-13 



93357 NCI-H292_IFN gamma 14.2 



93777 HPAEC - 

— ■ ■— ea— ^ 



93778_HPAEC_IL-1 beta/TNA 
alpha 



93254_Normal Human Lung 
Fibroblast_none 
93253_Normal Human Lung 
Fibroblast_TNFa (4 ng/ml) 
and IL'lb (1 ng/nd) 



93257_Normal Human Lung 
Fibroblast IL-4 



93256_Normal Human Lung 
Fibroblast IL-9 



93255_Normal Human Lung 
Fibroblast IL-13 



93258_Normal Human Lung 
Fibroblast IFN gamma 



93106_bermal Fibroblasts 
CCD1070_ resting 



18.5 



19.4 



13.3 



0.0 



2.9 



1.0 



0.5 



0.4 



1.2 



0.7 



1.4 



0,8 



93361_Dermal Fibroblasts 
CCD1070_TNF alpha 4 ng/ml 



1.9 



93105_Dermal Fibroblasts 

C(n)1070^IL-l beta 1 ng/ml 



0.0 



93772_dermal 
fibroblast IFN gamma 



93771_dermal 
fibroblast IL-4 



93892_Dermal 
fibroblasts none 



735010 Colon normal 



735019_Lung none 



6 4028 'i_ Thymus none 
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3.0 
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10 



15 



20 



25 



30 



93098_HUVEC 

(Endothelial) none 


0.9 


64030-1 Kidney none 


50.8 


93099_HUVEC 

(Endothelial) starved 


0.4 







Panel 2.1 Summary: Ag3975 The level of expression of the NOVl - 24CS059 gene 
is low in the samples used for Panel 2.1, with highest expression in a kidney cancer sample 
(CT = 33.9). However, expression of this gene shows a moderate association with samples 
derived from gastric cancer when compared to their associated normal adjacait tissue as well 
as with a single sample of renal cancer compared with normal adjacent tissue. Thus, based 
upon its profile, the expression of the 24CS059 gene could be of use as a marker for gastric 
cancer. In addition, therapeutic inhibition of the activity of this gene product, through the use 
of antibodies or small molecule drugs, may be useful in the therapy of gastric cancer. 

Panel 4.1D Summary: Ag3975 The NOVl - 24CS059 gene is most highly expressed 
in LAK cells activated by treatment with JL-2 and IL-12 (CT = 29.5). This expression appears 
to be induced by IL-i2 treatment since LAK treated with only IL-2 shows is expressed at 
much lower levels (CT = 35.9). IL-12 has been shown to synergize with IL-2 to augment NK- 
and induce LAK-mediated cytotoxicity; this synergistic increase is associated with enhanced 
transcription of perforin and granzyme genes (ref 1). Activated LAK cells are able to lyse a 
wide range of targets including fresh tumor cells and virally infected cells. Therefore, the 
NOVl protein encoded by the 24CS059 gene could be used as a protein therapeutic in the 
treatment of many cancerous tumors and also in infectious disease, (viral disease in particular). 
Additional low but significant expression of the 24CS059 gene is seen in activated B cells, in a 
mucoepidermoid carcinoma cell line and in monocytes but not on macrophages, suggesting 
that this protein is down regulated during macrophage differentiation. 

References: 

(1). DeBlaker-Hohe D.F., Yamauchi A., Yu C.R.. Horvath-Arcidiacono J.A., Bloom 
E.T. (1995) IL-12 synergizes with IL-2 to induce lymphokine-activated cytotoxicity and 
perforin and granzyme gene expression in fresh human NK cells. Cell. Immunol. 165: 33-43. 

NK-mediated cytotoxicity is regulated by a variety of cytokines and is thought to 
involve perforin and granzymes. The effects of IL-2 and IL-12 on the expression and 
activation of cytolysis were examined in freshly isolated human NK cells. A dose-dependent 
increase in cytolysis of the NK-sensitive target cell, K562, and the NK-insensitive but 
lymphokine-activated killer (LAK) cell-sensitive target, UCLA-S0-M14, was observed after 
short term culture of purified human NK cells in either IL-2 or IL-12. Moreover, the two 
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cytokines often synergized to produce augmented lytic activity. A suboptimal dose of (60 
rU/ml) combined with IL-12 (2 U/ml) could induce lytic activity equal to twice the additive 
effect of each cytokine alone. Northern analyses revealed time-dependent increases in mRNAs 
encoding for perforin and granzymes A and B following treatment with IL-2 alone or IL-2 

5 plus IL-12. IL-2 and IL-12 also synergized for the induction of granzyme mRNAs, in that 
treatment with both cytokines increased mRNA levels approximately 50% above the sum of 
each cytokine alone, as quantitated by phosphorimage analysis, and normalized to GAPDH 
gene expression. However, the synergy between IL-2 and E..12 for the induction of mRNA 
was less dramatic than for lytic activity. Results of experiments in which cytokine-treated cells 

1 0 were pulsed with actinomycin D indicated that the increased granzyme and perforin gene 
mRNA levels in response to IL-2, IL-12, or the combination were not due to increased 
transcript stability. The data suggest that low doses of IL-2 and IL-12 synergize to augment 
NK- and induce LAK-mediated cytotoxicity and that tliis increase is associated with enhanced 
transcription of perforin and granzyme genes in a synergistic fashion. PMID: 7671323 

15 NOV3-24SC113 

Expression of gene 24SC1 13 was assessed using the primer-probe set Agl460, 
described in Table 19A. Results from RTQ-PCR runs are shown in Tables 19B and 19C. 



20 



Reverse 



Table 19A. Probe Name Agl460 

TM 




5 ' -GGTGAACAGAACCTACCTGTTG-3 ' 



Table 19B. Panel 2.1 



Tissue Name 



Normal Colon GENPAK 061003 



Relative 

Expression (%) 



2.1tm6078f 
aql460 



Tissue Name 



8.0 



97759 Colon cancer 
(0006064) 



97760 Colon cancer NAT 

( ODD 6 064) 



97778 Colon cancer 

{OD06159) 



8.7 



0.0 



Kidney Cancer Clontech 
9010320 • 



Kidney NAT Clontech 

9010321 



97779 Colon cancer NAT 
(OD06159) 

98859 Colon cancer 
(OD06298-08) 



Kidney Cancer Clontech 
8120607 



0.0 



Kidney NAT Clontech 
8120608 



Normal Uterus GENPAK 
061018 
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Relative 
Expression (%) 



2 .ltm6078f. 

agi460 



3.2 




55.5 



2.3 



7.3 



100.0 
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98860 Pol on f anr^At" mhi* 
{OD06298-018) 


3.6 


Normal Thyroid Clontech A4 
6570-1 (7080817) 


3.7 


J * v-'V* »^ ooceiiQ color 
(0D03921) 


2.6 


Thyroid Ceoicer GENPAK 
064010 


0.0 


83238 CC NAT (OD03921) 


12.0 


Thyroid Cancer INVITROGEN 
A302152 


6.7 


/ Ob L-Oion CauCSr 

metastasis {OD06104) 


4.1 


Thyroid NAT INVITROGEN 
A302153 


29.1 


977G7 Lung NAT {OD06104) 


3.6 


Normal Breast GENPAK 
061019 


20.0 


(OD04451-01) 


0.0 


84877 Breast Cancer 
(OD04566) 


12.2 


8747*3 T.iinr» MRT ir\r\r\AAC^ 
02) 


28.3 


Breast Cancer Res. Gen. 

1024 


30.8 


riUiiTiai trostace Ciontecn 
A+ 6546-1 (8090438) 


0.0 


85975 Breast Cancer 
(OD04590-01) 


4.1 


o^x4u rrostac6 cancer 
(OD04410) 


0.0 


85976 Breast Cancer Mets 
(OD04590-03) 


16.3 


fl il 1 ^ 1 Ova ^ •* 4» XT TV m 

o«x4i proscace NAT 
(OD04410) 


0.0 


87070 Breast Cancer 
Metastasis {OD04655-05) 


26.8 


Normal Lung GENPAK 061010 


53 .6 


GENPAK Breast Cancer 
064006 


3.2 


/ invasive poor cii££ . 
lung adeno (ODO494 5-01 


4.5 


Breast Cancer Clontech 

9100266 


2.0 


7^JJo LiUng NAj. 1OD04945- 
n -a ^ 

/ 


71 . 2 


Breast NAT Clontech 

9100265 


8.7 


041 Jb bung Malignant 
Cancer (OD03126) 


5.6 


Breast Cancer INVITROGEN 
A209073 


8.8 


84137 Lung NAT (OD03126) 


10.4 


Breast NAT INVITROGEN 
A2090734 


32.3 


90 J 72 Lung Cancer 

{OD05014A) 


7.3 


Normal Liver GENPAK 061009 


5.6 


/J ItUng NAT (OD05014B} 


19 . 5 


Liver Cancer Research 
Genetics RNA 1026 


0.0 


85950 Lung Cancer 
(OD04237-01) 


11.0 


Liver Cancer Research 
Genetics RNA 1025 


5.0 


85970 Lung NAT (OD04237- 
02) 


19.6 


Paired Liver Cancer Tissue 
Research Genetics RNA 
6004-T 


18 .2 


83255 Ocular Mel Met to 
Liver {ODO4310) 


0.0 


Paired Liver Tissue 
Research Genetics RNA 
6004-N 


0.0 


83256 Liver NAT (ODO4310) 


10.2 


Paired Liver Cancer Tissue 
Research Genetics RNA 
6005-T 


3.7 


84139 Melanoma Mets to 
Lung (OD04321) 


: 

7.9 ( 


Paired Livp?" Ti «^crti^a 

flesearch Genetics RNA 
5005-N 


7 . 5 


84138 Lung NAT (OD04321) 


11.6 ] 


[jiver Cancer GENPAK 064 003 < 




iNormai Kioney uaNPAK 
061008 


1 

L5.0 ( 


formal Bladder GENPAK 
J61001 


3.0 


oj / oD Kidney ca. Nuclear 
grade 2 (OD04338) 


! 

L5.4 ( 


31adder Cancer Research 
Senetics RNA 1023 : 


2.7 


83787 Kidney NAT (OD0433 8) : 


i 

L2.9 I 


Bladder Cancer INVITROGEN 
U02173 i 


1.3 


oJ7Q8 Kidney ca Nuclear 
grade 1/2 (OD04339) 


12. 5 I 


formal Ovary Res. Gen. : 


2.9 


83 789 Kidney NAT (OD0433 9) 


C 

3.5 


Ovarian Cancer GENPAK 
)64008 : 


22.5 


83 790 Kidney Ca, Clear 
cell type {OD04340) : 


^4 


^ t 11^ Ovarian cancer 
(OD06145) ( 


).0 


83 791 Kidney NAT (OD04340) i 


c 

).2 


'7775 Ovarian cancer NAT 

[OD06145) : 


13 .2 


83 792 Kidney Ca, Nuclear 
grade 3 (OD04348) c 


I 

).0 c 


Jormal Stomach GENPAK 
)61017 i 


;5.5 
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83793 Kidney NAT (OD04348) 


10.5 


Gastric Cancer Clontech 

9060397 


3.6 


85973 Kidney Cancer 
(OD04450-01) 


29.9 


NAT Stomach Clontech 
9060396 


0.0 


85974 Kidney NAT (OD04450- 
03) 


11.6 


Gastric Cancer Clontech 
9060395 


17.3 


Kidney Cancer Clontech 
8120613 


0.0 


NAT Stomach Clontech 
9060394 


7.4 


Kidney NAT Clontech 
8120614 


2.8 


Gastric Cancer GENPAK 
064005 


2.5 



Table 19C. Panel 4.1D 





Relative 
Expression (%) 




Relative 
3xpression(%) 


Tissue Name 


1 .Idx4tm5965f 
agl460 al 


i 

rissue Name 


I . lax4tm59o3r 
agl460 al 


93768_Secondary Thl_anti- 
CD28/anti-CD3 < 


).0 


93100_HUVEC 
(Endothelial) IL-lb 


1.7 


93769_Secondary Th2_anti- 
CD28/anti-CD3 < 


D.O 


93779_HUVEC 

(Endothelial) IFN gamma 


9.3 


93770_Secondary Trl__anti- 
CD28/anti-CD3 


1.3 


93102 HUVEC 

(Endothelial)_TNF alpha + 
IFN gamma 


4 . 1 


93 573_Secondary 

Thl resting day 4-6 in IL- 

2 


0.0 


93101_HUVEC 

(Endothelial) _TNF alpha + 
IL4 


3.0 


93572_Secondary 
Th2_resting day 4-6 in IL- 
2 


0.0 


93781 HUVEC 
(Endothelial) lL-11 


9.0 


93571_Secondary 
Trl_resting day 4-6 in IL- 
2 


0.0 


93583_Lung Microvascular 
Endothelial Cells none 


2.5 


93568jprimary Thl_anti- 
CD28/anti-CD3 


0,0 


93584_Lung Microvascular 
Endothelial Cells_TNFa (4 
nq/ml) and ILlb (1 ng/ml) 


4.9 


93569_primary Th2_anti- 
CD28/anti-CD3 


0.0 


92662_Microvascular Dermal 
endothelium none 


3 .4 


93570_primary Trl_anti- 
CD28/anti-CD3 


0.0 


92663_Microsvasular Dermal 
endothelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


1.3 


93565jprimary Thl_resting 
dy 4-6 in XL- 2 


0 . 0 


93773_Bronchial 
epithelium^TNFa (4 ng/ml) 
ana iuxd ix ng/mi/ 


10 . 7 


93566_j)rimary Th2_resting 
dy 4-6 in IL-2 


0.0 


93347_Small Airway 
Epithelium none 


5.5 


93 567_primary Trl_resting 
dy 4-6 in IL-2 


0.0 


93348_Small Airway 
Epithelium__TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


22.2 


933 51_CD45RA CD4 

1 ymphocy t e_an t i - CD2 8 / ant i - 

CD3 


5.8 


92668_Coronery Artery 
SMC resting 


12.3 


933 52_CD45RO CD4 

lymphocy t e_an t i - CD2 8 / ant i - 

CD3 


0.0 


92669_Coronery Artery 
SMC_TNFa (4 ng/ml) and 

ILlb {1 ng/ml) 


12.4 


93251_CD8 
Lymphocy tes_ant i - 
CD28/anti-CD3 


0,0 


93107 astrocytes resting 


100.0 


93353_chronic CDS 
Lymphocytes 2ry_resting dy 
4-6 in IL-2 


0.0 


93108 astrocytes_TNFa (4 
ng/ml) and ILlb (1 ng/ml) . 


15.4 


93574_chronic CDS 
Lymphocytes 2ry_activated 
CD3/CD28 


0.0 


92666_KU-812 
(Basophil) resting 


0.0 
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93354 CD4 none 


0.0 


~92667_KU-812 ^ 
(Basophil) PMA/ionoycin 


0.0 


93252 Secondary 
Thl/Th2/Trl anti-CD95 CHll 


0.0 


93579_CCD1106 
(Keratinocytes) none 


16 . 5 


93103 IiAK cells restinq 


0.0 


93580_CCD1106 

(Keratinocytes) TNFa and 
iFNg ** 


16.8 1 


93788 LAK cells lL-2 


0 0 


yj/ai Liver Cirrhosis 


4.7 1 


93787 LAK cells IL-2+IL-12 


0.0 


93577 NCI-H292 


3.8 


93789_LAK cells_IL-2+IFN 

gamma 


0.0 


93358 NCI-H292 IL-4 


1.1 


93790_IiAK cells XL-2+ IL- 
18 


0.0 


93360 NCI-H292 IL-9 


5.7 


93104_LAK 

cells PMA/ionomycin and 
IL-18 


0.0 


93359 NCI-H292 IL-13 


3.5 


93578_NK Cells IL- 
2 resting 


1.1 


93357 NCI-H292 IFN gamma 


1.5 


93109_Mixed Lymphocyte 
Reaction Two Way MLR 


0.0 


93777 HPAEC - 


10.6 


93110__Mixed Lymphocyte 
Reaction Two Way MLR 


0.0 


93778_HPAEC_IL-1 beta/TNA 
alpha ~" 


16.8 


93111_Mixed Lymphocyte 
Reaction Two Way MLR 


0.0 


932S4_Normal Human Lung 
Fibroblast none 


12.7 


93112_Mononuclear Cells 
(PBMCs)_resting 


0.0 


95255_Normal Human Lung 
Fibroblast_TNFa (4 ng/ml) 
and IL-lb (1 ng/ml) 


1 1 
8.7 


93113_Mononuclear Cells 
(PBMCs) PWM 


0.0 


93257_Normal Human Lung 
Fibroblast IL-4 


11.2 


931l4_Mononuclear Cells 

{PBMCs) PHA-L 


0.0 


93256_Normal Human Lung 
Fibroblast IL-9 


23.6 


93249 Ramos (B cell) none 


0.0 


93255_Normal Human Lung 
Fibroblast IL-13 


27.2 


93250_Ramos (B 
cell) ionomycin 


0 . 0 


93258_Normal Human Lung 
Fibroblast IFN gamma 


13.3 


93349 B lymphocytes PWM 


0.0 


93106_Dermal Fibroblasts 
CCD1070 resting 


27.1 


93350_B lymphoytes CD40L 
and IL-4 " 


1.4 


93361_Derraal Fibroblasts 
CCD1070 TNF alpha 4 nq/ml 


1.2 


92665_EOL-l 
(Eosinophil ) _dbcAMP 
differentiated 


0.0 


93105_Dermal Fibroblasts 
CCD1070 IL-1 beta 1 ng/ml 


15.6 


93248_EOL-l 

(Eosinophil ) _dbcAMP/PMAion 
omycin ( 


D.O 


93772_dermal 

fibroblast IFN gamma : 


24.9 


93356 Dendritic PpI 1 «? nnno i 


J • \J . 


93771_dermal 

cibroblast IL-4 ; 


34.5 


933 55_Dendritic Cells_LPS 
100 ng/ml ( 


< 


33892_Derraal 

fibroblasts none ■ 


3 . 1 


937 75_Dendritic 

Cells anti-CD40 ( 


).0 ! 


39202 Neutrophils TNFa+LPS ( 


}.0 


93 774 Monocvtes recs^inrr i 




39203 Neutrophils none ( 


).0 


93 776_Monocytes_LPS 50 
na/ml 


in 
} . U 


735010 Colon normal ] 


L . 9 


93 581 Macrophaqes restinq 


).0 


735019 Lung none ] 


.0.4 


935o2_Macropnages LPS 100 

ng/ml 


).0 i 


>4028-l Thymus none S 


! .8 


93098_HUVEC 

(Endothelial) none c 


).0 6 


>4030-l Kidney none 3 


.0.2 


93099_HUVEC 

(Endothelial) starved 2 


! .3 
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Panel 2.1 Summary: Agl460 The level of expression of the N0V3 - 24SC1 13 gene 
is low m the samples used for Panel 2.1, with highest expression in normal uterus (CT = 32.5). 
However, this gene appears to be more highly expressed in some samples derived from normal 
uterus, stomach, kidney and lung when compared to the associated cancer tissue. Thus, based 
5 upon its profile, the expression of the 24SC1 13 gene could be of use as a marker for these 
normal tissues or as a protein therapeutic for the treatment of gastric, uterine, lung and kidney 
cancer. In addition, therapeutic activity of the 24SC1 13 gene product, through the use of 
peptides, chimeric molecules or small molecule drugs, may be useful in the therapy of gastric 
cancer. 

10 Panel 4.1D Summary: Agl460 Expression of the N0V3 - 24SC1 13 gene is highest 

in resting astrocytes (CT = 30.9), suggesting that this gene would be an effective marker for 
astrocytes. Strikingly, expression of this gene in astrocytes is down regulated after fa-eatonent 
with the inflammatory cytokines TNFa and IL-1. Considering the deleterious effect of fliese 
cytokines on astrocytes, we may propose that the protein encoded by the 24SC113 gene may 

15 be a trophic factor for astrocytes and thus, that the protein encoded by this gene could be 
beneficial as a protem therapeutic in the treatinent of neurodegenerative diseases associated 
with inflammation, such as Alzheimer's disease, multiple sclerosis, and stroke. In addition, 
low but significant expression of die 24SC1 13 gene is seen in activated and non-activated 
fibroblasts (dermal and lung). 

20 NOV4 - 24SC128 

Expression of gene 24SC128 was assessed using tiie primer-probe set Ag3976, 
described in Table 20A. Results from RTQ-PCR runs are shown in Tables 20B and 20C. 
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Table 20A. Probe Name Ag3976 



primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 

ID 

NO 


Forward 


5 ' -GCTCTCGAAAGTGGGCTATATT-3 ' 


58.9 


22 


453 


128 


Probe 


FAM-5 ' - 

CACTTTTGTTTTATCTTCTCCAACCACCA-3 ' - 


66.9 


29 


493 


129 


Reverse 


TAMRA 

5 • -TCTCCTATTCAGGTGACTTTCG-3 * 


58.5 


22 


524 


130 



Table 20B. Panel 2.1 



Tissue Name 



Relative 
Expression (%) 


Tissue Name 


Relative 
Expression (%) 


2 . Ix4tm6080f_ 
aq3976 a2 


2 . Ix4tm6080f_ 
ag3976_a2 


15.0 


Kidney Cancer Clontech 


3.5 
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97759 Colon cancer 

{OD06064) 



|97760 Colon cancer NAT 
{OD06064) 



|97778 Colon cancer 
(OD06159) 



|97779 Colon cancer NAT 
(OD06159) 



|98859 Colon cancer 
(OD06298-08) 

[98860 Colon cancer NAT 
(OD06298-018) 



8.9 



4.0 



4.2 



8.1 



36.8 



32.2 



Normal Thyroid Clontech A+ 
6570-1 (7080817) 



9010320 



Kidney NAT Clontech 
9010321 



Kidney Cancer Clontech 
8120607 



Kidney NAT Clontech 
8120608 



Normal Uterus GENPAK 
061018 



Uterus Cancer GENPAK 

064011 



34.6 



12.7 



4.1 



47.1 



31.1 



2.4 



|83237 CC Or. 2 ascend colon 
(OD03921) 



19.4 



Thyroid Cancer GENPAK 

064010 



9.5 



183238 CC NAT (OD03921) 



20.4 



Thyroid Cancer INVITROGEN 
A302152 



97766 Colon cancer 
[metastasis (OD06104) 



13.9 



22.5 



Thyroid NAT INVITROGEN 
A302153 



89.5 



197767 Lung NAT {OD06104) 



37.7 



Normal 
061019 



Breast GENPAK 



72.8 



[87472 Colon mets to lung 

(OD04451-01) 



16.6 



84877 Breast Cancer 
(0D04566) 



10.0 



87473 Lung NAT (OD04451- 
02} 



13 . 6 



Normal Prostate Clontech 

A-t- 6546-1 (8090438) 

|84140 Prostate Cancer 
(OD04410) 



Breast Cancer Res. Gen 
1024 



9.4 



85975 Breast Cancer 
(OD04590-01) 



3.0 



85976 Breast Cancer Mets 

{OD04590-03) 



~ / . * 



12.5 



32.8 



[84141 Prostate NAT 
(OD04410) 



9.1 



[Normal Lung GENPAK 061010 



38. S 



92337 Invasive poor diff . 
[lung adeno (ODO4945-01 



25.0 



92338 Lung NAT (OD04945- 

03) 



30.5 



87070 Breast Cancer 

Metastasis (OD04655-05) 



95.4 



GENPAK Breast Cancer 
064006 



4 . 5 



Breast Cancer Clontech 
9100266 



19.4 



Breast NAT Clontech 
9100265 



35.0 



84136 Lung Malignant 
bancer {OD03126) 



20.6 



Breast Cancer INVITROGEN 
A209073 



9.2 



[84137 Lung NAT (OD03126) 



16.6 



Breast NAT INVITROGEN 
A2090734 



36.4 



[90372 Lung Cancer 
(OD05014A) 



14.7 



Normal Liver GENPAK 061009 



13.3 



90373 Lung NAT (OD05014B) 
[85950 Lung Cancer 
(OD04237-01) 



8.2 



Liver Cancer Research 
Genetics RNA 1026 



7.9 



18.6 



Liver Cancer Research 
Genetics RNA 1025 



23.7 



85970 Lung NAT (OD04237 
02) 



14.9 



Paired Liver Cancer Tissue 
Research Genetics RNA 
6004-T 



13.6 



83255 Ocular Mel Met to 

Liver (ODO4310) 



18.8 



Paired Liver Tissue 
Research Genetics RNA 
6004-N 



8.3 



83256 Liver NAT (0D04 310) 



9.3 



Paired Liver Cancer Tissue 
Research Genetics RNA 

6005-T 



32.2 



8413 9 Melanoma Mets to 
Lung (OD04321) 



22.5 



Paired Liver Tissue 
Research Genetics RNA 
6005-N 



8.7 



8413 8 Lung NAT (OD04321) 



26.3 



Liver Cancer GENPAK 064003 



9.4 



Normal Kidney GENPAK 

061008 



23.6 



83786 Kidney Ca, Nuclear 
grade 2 (OD0433 6) 



33 . 0 



Normal Bladder GENPAK 
061001 



16.8 



Bladder Cancer Research 
Genetics RNA 1023 



19.8 
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83787 Kidney NAT (OD04338) 



83788 Kidney Ca Nuclear 
grade 1/2 (OD04339) 



18.3 



12.6 



83789 Kidney NAT (OD04339) 



83790 Kidney Ca, Clear 
cell type (OD04340) 



83791 Kidney NAT (OD04340) 



13.4 



10.0 



27.0 



Bladder Cancer INVITROGEN 
A302173 



Normal Ovary Res. Gen^ 



Ovarian Cancer GENPAK 
064008 



17.5 



27.1 



4.9 



97773 Ovarian cancer 
(OD06145) 



97775 Ovarian cancer NAT 
(OD06145) 



2.2 



37.8 



83792 Kidney Ca, Nuclear 
grade 3 (OD04348) 



9,0 



83793 Kidney NAT (ODQ4348) 



18.6 



85973 Kidney Cancer 
(OD0445Q-01) 

85974 Kidney NAT (OD04450 
03) 



Normal Stomach GENPAK 
061017 



Gastric Cancer Clontech 
9060397 



Kidney Cancer Clontech 
8120613 

Kidney NAT Clontech 
8120614 



100.0 
18.1 



NAT Stomach Clontech 
9060396 
Gastric Cancer Clontech 
9060395 



NAT Stomach Clontech 
9060394 
Gastric Cancer GENPAK 
064005 



39.1 



8.4 



8.1 

40.5 



Table 20C. Panel 4JD 





lelative 1 
Expression (%) 


|] 
1 


Relative 

Sxpression (%) 


Tissue Name e 


; . J. 0X4 u luo u a ±\ 
ag3976 a2 


u 

rissue Name < 


I.ldx4tm6081_ 

aq3976 a2 


93768_Secondary Thl_anti- 
cn2 8 / ant i - CD3 


ll 

36.4 


93100 HUVEC 1 
(Endothelial) IL-lb 


55.1 


93769_Secondary Th2_anti- 
CD28/anti-CD3 


1 

70.2 


93779 HUVEC j 
(Endothelial) IFN gamma ( 


67. 6 


93770_Secondary Trl_anti- 
CD28/anti-CD3 


1 

57.3 


93102 HUVEC 1 
(Endothelial) _TNP alpha + 

IFN gamma 


32.8 


93573_Secondary 

Thl_re sting day 4-6 in IL- 

2 


16.6 


93101_HUVEC 1 
( Endothelial )_TMF alpha + 

IL4 


51.5 


93 5 72__Secondary 
Th2_resting day 4-6 in IL- 
2 


28.4 


93781_HUVEC 
(Endothelial) IL-ll 


50.1 


93571_Secondary 
Trl_resting day 4-6 in IL- 
2 


24.6 


93583_Lung Microvascular ' 
Endothelial Cells none 


94.1 


93568_primary Thl_anti- 
CD28/anti-CD3 


58.7 


93 584 Lung Microvascular 
Endothelial Cells_TNFa (4 
ng/ml) and ILlb (1 ng/ml) 


59.7 


93569_primary Th2_anti- 
CD28/anti-CD3 


100.0 


92662_Microvascular Dermal 
lendothelium none 


14.3 


93570_primary Trl_anti- 
CD28/anti-CD3 


70.4 


92663_Microsvasular Dermal 
endothelium_TNPa (4 ng/ml) 
and ILlb (1 ng/ml) 


24.0 


93565_primary Thl_resting 
dy 4-6 in IL-2 


27.5 


93773 Bronchial 
epithelium_TNFa (4 ng/ml) 
and ILlb (T ng/ml) ** 


54.5 


* iT566jprimary Th2_resting 
dy 4-6 in IL-2 


13.8 


93347_Small Airway 
Ispithelium none 


32.1 


93567_primary Trl_resting 

dy 4-6 in IL-2 


48.9 


93348_Small Airway 
Epithelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


65.8 


93351_CD45RA CD4 

lymphocy t e_an t i - CD2 8 / ant i - 

CD3 


57.4 


92668_Coronery Artery 

IsMC resting ^ 


[32.0 
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93 3 52_^CD45RO CD4 

lymphocyte anti-CX)28/anti- 

CD3 


68.7 


92669_Coronery Artery 
SMC_'riJFa (4 ng/ml) and 
ILlb (1 ng/ml) 


25.5 


93251_CD8 
Lymphocy t e s_an t i - 
CD28/anti-CD3 


91.9 


93107 astrocytes resting 


30.9 


93353_chronic CDS 
Lymphocytes 2ry_resting dy 
4-6 m IL-2 


76.2 


93108__astrocytes_TNFa (4 
ng/ml) and ILlb {l ng/ml) 


18.4 


93 574_chronic CDS 
Lymphocytes 2ry^activated 
CD3/CD28 


42.0 


92666_KU-812 
(Basophil) resting 


32.3 


yj354 CD4 none 


25 . 1 


92667_Ka-812 

(Basophil) PMA/ionoycin 


36.0 


93252_Secondary 
Thl/Th2/Trl anti-CD95 CHll 


37.9 


93579 CCD1106 
(Keratinocytes) none 


82.5 


93103 LAK cells resting 


45.0 


93580_CCD1106 
(Keratinocytes)_TNFa and 
IFNg ** " 


56.6 


93788 LAK cells IL-2 


58.1 


93791 Liver Cirrhosis 


7.8 


93787 LAK cells IL-2+IL-12 


48.5 


93577 NCI-H292 


31.2 


93789_LAK cells_IL-2+IFN 

gamma 


44 .6 


93358 NCI-H292 IL-4 


53.9 


93790_LAK cells_IL-2+ IL- 
18 


70.0 


93360 NCI-H292 IL-9 


56.7 


93104_LAK 

cells PMA/ionomycin and 
IL-18 


19.9 


93359 NCI-H292 IL-13 


52.6 


93578_NK Cells IL- 
2 resting 


51.3 


93357 NCI-H292 IFN gamma 


38.8 


93109_Mixed Lymphocyte 
Reaction Two Way MLR 


68.7 


93777 HPAEC - 


23.4 , 


93110_Mixed Lymphocyte 
Reaction Two Way MLR 


57 .2 


93778_HPAEC_IL-1 beta/TNA 
alpha 


28.2 


93111_Mixed Lymphocyte 
Reaction Two Way MLR 


49.9 


93254_Normal Human Lung 
Fibroblast none 


27.7 


93 ll2_Mononu clear Cells 
(PBMCs) _resting 


16.1 


93253_Normal Human Lung 
Fibroblast_TNFa (4 ng/ml) 
and IL-lb (1 ng/ml) 


17.2 


93ll3_Mononuclear Cells 
(PBMCs) PWM 


49.7 


93257_Normal Human Lung 
Fibroblast IL-4 


32.8 


93114__Mononuclear Cells 
(PBMCs) PHA-L 


57.0 


93256__Normal Human Lung 
Fibroblast IL-9 


52.1 


93249_Ramos (B cell) none 


59.6 


93255_Normal Human Lung 
Fibroblast IL-13 


49.4 


93250_Ramos (B 
cell) ionomycin 


79.4 


93258_Normal Human Lung 
Fibroblast IFN gamma 


40.9 


9334 9 B lymphocytes PWM 


67.0 


93106_Dermal Fibroblasts 
CCD1070 resting 


49.9 


93350_B lymphoytes_CD40L 
and IL-4 


64.2 


93361_Dermal Fibroblasts 
CCD1070 TNF alpha 4 ng/ml 


61.9 


92665_EOL-l 

{ Eos inophi 1 ) _dbcAMP 

differentiated 


66.9 


93105_Dermal Fibroblasts 
C:CD1070 IL-1 beta 1 ng/ml 


31.4 


93248_EOL-l 

(Eosinophil) _dbcAMP/PMAion 
omycin 


43 .9 


93772_dermal 
fibroblast IFN gamma 


23.0 


93356 Dendritic Cells none 


26.0 


93 771_dermal 
fibroblast IL-4 


30.4 


93355_Dendritic Cells_LPS 
100 ng/ml 


20.9 


93 892_Dermal 
fibroblasts none 


19.0 


93775_Dendritic 
Cells anti-CD40 


30.1 ! 


99202 Neutrophils TNFa+LPS : 


1.5 


93774 Monocytes resting 


16.0 ! 


99203 Neutrophils none 


1.0 
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9377ff_Monocytes_LiPS 50 
ng/ml 


11.7 


735010 Colon normal 


12.3 


93581 Macrophages resting 


33,9 


735019 Lung none 


17.7 


ng/ml 


10.9 


64028-1 Thymus none 


35.8 


93098_HUVEC 
(Endothelial) none 


37.4 


64030-1 Kidney none 


30.3 


93099_HUVEC 

(Endothelial) starved 


38.3 







Panel 2.1 Summary: Ag3976 The N0V4 - 24SC128 gene is fairly ubiquitously 
expressed at moderate levels in the cancer tissues as well as the noimal adjacent tissues used 
for Panel 2.1. However, a high level of expression is seen in a kidney cancer sample (CT = 

5 29.7) when compared to its associated normal adjacent tissue (CT = 32.2), as well as in a 
single sample of metastatic breast cancer (CT = 29.7). Thus, based upon this profile, 
expression of the 24SC128 gaie could be of use as a marker for a form of renal or breast 
cancer, hx addition, therapeutic inhibition of the activity of this gene product, through the use 
of antibodies or small molecule drugs, may be useful in the treatment of renal or breast cancer. 

10 Panel 4.1D Summary: Ag3976 The N0V4 - 24SC128 gene is ubiquitously expressed 

at a moderate levels in activated T cells (CD4 and CD8), B cells, eosinophils, endothelial cells 
(HUVEC and lung microvasculature endothelial cells) and fibroblasts. Interestingly, 24SC128 
gene expression appears to be up-regulated in THl and TH2 cells upon activation, suggesting 
a role for tiiis gene in T cell-mediated diseases such as asthma, delayed type hypersensitivity, 

1 5 infectious disease, and autoimmune disease (rheumatoid arthritis, inflammatory bowel disease, 
and psoriasis). 

NOV8 - 24SC714 

Expression of gene 24SC714 was assessed using the primer-probe set Ag4002, 
described in Table 21 A. Results from RTQ-PCR runs are shown in Tables 2 IB and 21 C. 

20 

Table 21A. Probe Name Ag4002 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 ' -GCCCTGATCAAGTTTTCATACC-3 ' 


59.8 


22 


364 


131 


Probe 


FAM-5' - 

CACATAGCTCAGCCTGCTCTGAGTTGA-3 ' - 
TAMRA 


69 


27 


387 


132 


Reverse 


5 ' -TGTCAACTCCACATGAATCAAA-3 • 


59 


22 


428 


133 



Table 21B. Panel 2.1 



Tissue Name 


Relative 
Expression (%) 


Tissue Name 


Relative 
Expression (%) 
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2.Xx4tm6143f_ 
ag4002 bX 




2.1x4tm$143f_ 

ag4002 bl 


Normal Colon GENPAK 061003 


2.8 


Kidney Cancer Clontech 
9010320 


0.0 


9/759 Colon cancer 

(OD06064) 


0.0 


Kidney NAT Clontech 
9010321 


7.5 


97760 Colon cancer NAT 

(OD06064) 


0.0 


Kidney Cancer Clontech 
8120607 


0.0 


97778 Colon cancer 

(OD06159) 


0.0 


Kidney NAT Clontech 
8120608 


0.0 


97779 Colon cancer NAT 

(OD06159) 


0.0 


Normal Uterus GENPAK 
061018 


'2.7 


98859 Colon cancer 
(OD06298-08) 


28.5 


Uterus Cancer GENPAK 
064011 


0.0 


98860 Colon cancer NAT 

(OD06298-018) 


2.1 


Normal Thyroid Clontech A+ 
6570-1 (7080817) 


0.0 


83237 CC Gr.2 ascend colon 
(OD03921) 


5.1 


Thyroid Cancer GENPAK 
064010 


0.0 


83238 CC NAT (OD03921) 


3.6 


Thyroid Cancer INVITROGEN 
A302152 


0.0 


97766 Colon cancer 
metastasis (OD06104) 


20.4 


Thyroid NAT INVITROGEN 
A302153 


0.0 


97767 Lung NAT (OD06104) 


2.6 


Normal Breast GENPAK 
061019 


5.4 


8 7472 Colon mets to lung 

f ^T^r* d. 41, r» ■ * 


76 . 7 


84 877 Breast Cancer 

(OD045b6) 


0.0 


87473 Lung NAT (OD04451- 
02} 


1.3 


Breast Cancer Res. Gen. 
1024 


2.5 


Normal Prostate Clontech 
A+ 6546-1 (8090438) 


0.0 


85975 Breast Cancer. 
(OD04590-01) 


0.0 


84140 Prostate Cancer 

(OD04410) 


0.0 


85976 Breast Cancer Mets 
(OD04590-03) 


10,5 


84141 Prostate NAT 

(OD04410) 


0.0 


87070 Breast Cancer 
Metastasis (OD04655-05) 


3.0 


Normal Lung GENPAK 061010 


16.2 


GENPAK Breast Cancer 
064006 


0.0 


92337 Invasive poor diff. 
lung adeno (ODO4945-01 


24 . 4 


Breast Cancer Clontech 

9100266 


0.0 


92338 Lung NAT (OD04945- 
03) 


32.7 


Breast NAT Clontech 

9100265 


0.0 


84136 Lung Malignant 
Cancer (OO03126) 


3.4 


Breast Cancer INVITROGEN 
?V209073 


0.0 


84137 Lung NAT {OD03126) 


12.6 


Breast NAT INVITROGEN 
7^2090734 


3 .3 


90372 Lung Cancer 
{OD05014A) 


8.2 


formal Liver GENPAK 061009 


0.0 


90373 Lung NAT (OD05014B) 


100.0 


Liver Cancer Research 
aenetics RNA 1026 


0.0 


85950 Lung Cancer 
(OD04237-01} 


5.4 


Liver Cancer Research 
Senetics RNA 1025 


3.0 


85970 Lung NAT (OD04237- 
02) 


32.8 


Paired Liver Cancer Tissue 
Research Genetics RNA 

5004-T 


5.0 


83255 Ocular Mel Met to 
Liver (ODO4310) 


3.3 


Paired Liver Tissue 
Research Genetics RNA 
5004-N 


).0 


83256 Liver NAT (ODO4310) 


5.0 


Paired Liver Cancer Tissue 
'Cesearcn uenecj.cs k»a 
5005-T 


).0 


84139 Melanoma Mets to 
Lung (OD04321) 


).0 


Paired Liver Tissue 
Research Genetics RNA 

3005-N 


),0 


8413 8 Lung NAT (OD04321) 


5.0 


jiver Cancer GENPAK 064003 


).0 


Normal Kidney GENPAK 
061008 


5.1 


Jormal Bladder GENPAK 
)61001 C 


).0 
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83786 Kidney Ca, Nuclear 
grade 2 (OD04338) 


0.0 


Bladder Cancer Research 
Genetics RNA 1023 


6.9 


83787 Kidney NAT (OD04338) 


2.6 


Bladder Cancer INVITROGEN 
A302173 


9.9 


83788 Kidney Ca Nuclear 
grade 1/2 (OD04339) 


0.0 


Normal Ovary Res. Gen. 


0.0 


83789 Kidney NAT (0004339) 


0.0 


Ovarian Cancer GENPAK 
064008 


0.0 


83790 Kidney Ca, Clear 
cell type (OD04340) 


0.0 


97773 Ovarian cancer 
(OD06145) 


0.0 


83791 Kidney NAT (OD04340) 


1.5 


97775 Ovarian cancer NAT 
(OD06145) 


0.0 


83792 Kidney Ca, Nuclear 
qrade 3 (OD04348) 


2.8 


Normal stomach GENPAK 
061017 


5.0 


83 793 Kidney NAT (OD04348) 


0.0 


Gastric Cancer Clontech 
9060397 


9.9 


85973 Kidney Cancer 
(OD04450-01) 


0.0 


NAT Stomach Clontech 
9060396 


2.2 


85974 Kidney NAT (OD04450- 
03) 


0.0 


Gastric Cancer Clontech 
9060395 


0,0 


Kidney Cancer Clontech 
8120613 


0.0 


NAT Stomach Clontech 
9060394 


0.0 


Kidney NAT Clontech 
8120614 


0.0 


Gastric Cancer GENPAK 
064005 


0.0 



Table 21C. Panel 4.1D 





^elat ive 
Expression (%) 


] 
] 


ilelative 

Expression ( %) 


4 

Tissue Name i 


4 .ldtm6147f_ 
ag4002 


i 

rissue Name < 


4.1dtra6147f_ 

ag4 00 2 


93768_Secondary Thl__anti- 
CD28/anti-CD3 


0.0 


93100 HUVEC 
(Endothelial) Ili-ib 


3.9 


93769_Secondary Th2_anti- 
CD28/anti-CD3 


0.0 


93779_HUVEC 

(Endothelial) I FN gamma 


15.7 


93770_Secondary Trl^anti- 
CD28/anti-CD3 


0.0 


93102_HUVBC 

( Endothelial )_TNP alpha + 

I FN gamma 


20.6 


93573__Secondary 
Thl_resting day 4-6 in IL- 
2 


0.0 


93101_HUVEC 

(Endothelial)_TNF alpha + 
IL4 


26.1 


93572_Secondary 
Th2_resting day 4-6 in IL- 

2 


0-0 


93781_HUVEC 
(Endothelial) IL-11 


0.0 


9357 1_S econdary 
Trl_resting day 4-6 in IL- 
2 


0.0 


93583_Lung Microvascular 
Endothelial Cells none 


3.7 


93558_primary Thl_anti- 
CD28/anti-CD3 


0.0 


93584_Lung Microvascular 
Endothelial Cells^TNFa (4 
ng/ml) and ILlb (1 ng/ml) 


2.4 


93569_primary Th2_anti- 
CD28/anti-CD3 


0.0 


92662_Microvascular Dermal 
endothelium none 


5.3 


93570jprimary Trl_anti- 
CD28/anti-CD3 


0.0 


92663_Microsvasular Dermal 
endothelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


1.9 


93565 jorimary Thl_resting 
dy 4-6 in IL-2 


0.0 


93773__Bronchial 
epithelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) ** 


0.0 


93566_primary Th2_resting 
dy 4-6 in IL-2 


0.0 


93347_Small Airway 
Epithelium none 


1.2 


93567_primary Trl_resting 
dy 4-6 in IL-2 


0.0 


93348 Small Airway 
Epithelium_TNFa (4 ng/ml) 

and ILlb (1 ng/ml) 


0.0 


93351_CD45RA CD4 
lymphocyte anti-CD28/anti- 


D.O 


92668_Coronery Artery 

SMC resting 


0.0 
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CD3 








93352_CD45RO CD4 

lymphocyte anti-CD28/anti- 

CD3 


0.0 


92669_Coronery Artery 
SMC_TNFa (4 ng/ml) and 
ILlb (1 ng/ml) 


3.1 


93251_CD8 
Lymphocytes_anti- 

CD28/anti-CD3 


0 . 0 


93107 astrocytes resting 


1.0 


93353_chronic CDS 
Lymphocytes 2ry_re sting dy 
4-6 m IL-2 


0.0 


93108_astrocytes_TNFa (4 
ng/ml) and ILlb (1 ng/ml) 


0 . 0 


93574_chronic CDS 
Lymphocytes 2ry activated 
CD3/CD28 


0.0 


92666_KU-812 
(Basophil) resting 


0.0 


93354 CD4 none 


0.0 


92667_KU-812 

(Basophil ) PMA/ionoycm 


0.0 


93252 Secondary 
Thl/Th2/Trl anti-CD95 CHll 


1.0 


93579 CCD1106 

(Keratinocytes) none 


0.0 


93103 LAK cells resting 


0 . 0 


93S80_CCD1106 
(Keratinocytes) _TNFa and 
IFNg ** 


0 . 0 


93788 LAK cells IL-2 


0.0 


93791 Liver Cirrhosis 


0.0 


93787 LAK cells IL-2+IL-12 


0.0 


93577 NCI-H292 


0.0 


93789_LAK cells_IL-2+IFN 
gamma 


0.0 


93358 NCI*H292 IL-4 


0.0 


93790_LAK cells_IL-2+ IL- 
18 


0.0 


93360 NCI-H292 IL-9 


0.0 


93104_LAK 

cells_PMA/ionomycin and 
IL-18 


0.0 


93359 NCI-H292 IL-13 


0.0 


93 578_NK Cells IL- 
2 resting 


0.0 


93357 NCI-H292 IFN gamma 


0.0 


93109_Mixed Lymphocyte 
Reaction Two Way MLR 


1.7 


93 777 HPAEC - 


1,4 


93110_Mixed Lymphocyte 
Reaction Two Way MLR 


0.0 


93 778_HPAEC_IL-1 beta/TNA 
alpha 


0.0 


93111_Mixed Lymphocyte 
Reaction Two Way MLR 


0.0 


93254_Normal Human Lung 
Fibroblast none 


0.0 


93ll2_Mononuclear Cells 
(PBMCs) resting 


0.9 


93253_Normal Human Lung 
Fibroblast^TNFa (4 ng/ml) 
and. IL-lb Tl ng/ml) 


0.0 


93113_Mononuclear Cells 

(PBMCs) PWM 


0,0 


93257_Normal Human Lung 
Fibroblast IL-4 


0.9 


93114_Mononuclear Cells 

(PBMCs) PHA-L 


0 . 0 


93 256_Normal Human Lung 

Fibroblast IL-9 


0.9 


93249 Ramos (B cell) none 


0.0 


93 25 5_Normal Human Lung 

Fibroblast IL-13 


4.0 


93250_Ramos (B 
cell) ionomycin 


0.0 


93258_Normal Human Lung 
Fibroblast IFN gamma 


2.5 


93349 B lymphocytes PWM 


0.0 


93106_Dermal Fibroblasts 
CCD1070 resting 


6 . 8 


93350_B lymphoytes CD40L 
and IL-4 


1.5 


93361_Dermal Fibroblasts 
CCD1070 TNF alpha 4 ng/ml 


6.9 


92665_EOL-l 

( Eos inophi 1 ) _dbcAMP 

differentiated 


0.0 


93105_Dermal Fibroblasts 
CCD1070 IL-1 beta 1 ng/ml 


0 . 0 


93248_EOL-l 

(Eosinophil ) _dbcAMP/PMAion 
omycin 


0.0 


93 772_dermal 
fibroblast IFN gamma 


0.0 


93356 Dendritic Cells none 


1,0 


93771_aermal 
fibroblast IL-4 


0.0 


93355_Dendritic Cells_LPS 
100 ng/ml 


0.0 


93 892_Dermal 
fibroblasts none 


0.8 


93 775_Dendritic 
Cells anti-CD40 


0.0 


99202 Neutrophils TNFa+LPS 


0.9 
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93774 Monocvtes restinQ 


0 . 0 


99203 Neutrophils none 


0 . 0 


93776_Monocytes_LPS 50 
nq/ml 


0.0 


735010 Colon normal 


6 . 7 


93581 Macrophages resting 


2.1 


735019 Limg none 


12.5 


93582_Macrophages_LPS 100 
ng/ml 


0.0 


64028-1 Thymus none 


32.8 


93098_HUVEC 
(Endothelial) none 


7.8 


64030*1 Kidney none 


100.0 


93099_HUVEC 
(Endothelial) starved 


11.0 







Panel 2.1 Summary: Ag4Q02 The N0V8 - 24SC714 gene is expressed at low levels 
in nonnal lung tissues but to a lesser degree in the associated lung tumor tissues in Panel 2.1. 
Low but significant expression of this gene is also seen in a metastatic colon cancer sample 

5 (CT - 33.8) when compared to its associated normal adjacent tissue. Thus, based upon this 
profile, the expression of the 24SC714 gene could be of use as a marker for normal lung or 
colon cancer. In addition, therapeutic inhibition of the activity of this gene product, through 
the use of antibodies or small molecule drugs, may be useful in the treatment of colon cancer. 
Furthermore, peptides, chimeric molecules and small molecule drugs might be useful in the 

1 0 therapy of lung cancer. 

Panel 4.1D Summary: Ag4Q02 Expression of this N0V8 gene is highest in normal 
kidney (CT = 3 1 .2). In addition, the N0V8 - 24SC714 gene is expressed at low levels in 
HUVECs independent of treatment with cytokines (CT values = 33 to 35). Consistent with 
these data, this gene is also expressed in endothelial cells from limg and dermis, independent 

15 of activation status. Therefore, antibody or protein therapeutic against the protein encoded by 
the 24SC7 14 gene could be useful in the treatment of inflammation. 

NOVlOa- 100340173 

Expression of gene 100340173 (NOVlOa) was assessed using the primer-probe set 
Ag4001, described in Table 22 A. Results from RTQ-PCR runs are shown in Tables 22B and 
20 22C. 



Table 22A. Probe Name Ag4001 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 ' -TCCTACCCAGCTTCTGAATTCT-3 • 


59.4 


22 


633 


134 


Probe 


FAM-5'- 

TACTTGGGTACCACCCTGCGGACAAT-3 ' - 
TAMRA 


70.8 


26 


655 


135 


Reverse 


5 ' -AACACTCTGTTCTGCAATGACA-S ' 


58.4 


22 


687 


136 
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Table 22B. Panel 2.1 



Tissue Name 


Relative 
Expression (%) 




Relative 
E:q)ression(%) 


2,ldx4tm6143f 
ag400l a2 


Tissue Name 


2.1dx4tm6143£ 
ag4001 a2 


Normal Colon GENPAK 061003 


19.3 


Kidney Cancer Clontech 
9010320 


14.8 


97759 Colon cancer 

(OD06064) 


30.9 


Kidney NAT Clontech 
9010321 


79.9 


97760 Colon cancer NAT 
(OD06064) 


10.4 


Kidney Cancer Clontech 
8120607 


28.2 


97778 Colon cancer 
{OD06159) 


11.3 


Kidney NAT Clontech 
8120608 


8.6 


97779 Colon cancer NAT 
{OD06159) 


8.6 


Normal Uterus GENPAK 
061018 


78.1 


98859 Colon cancer 
(OD06298-08) 


32.3 


Uterus Cancer GENPAK 
064011 


10.6 


98860 Colon cancer NAT 
(OD06298-018) 


17.4 


Normal Thyroid Clontech A+ 
6570-1 (7080817) 


5.0 


8323 7 CC Gr.2 ascend colon 
(OD03921) 


13.3 


Thyroid Cancer GENPAK 
064010 


28.4 


83238 CC NAT (OD03921) 


14.1 


Thyroid Cancer INVITROGEN 
A302152 


7.7 


97766 Colon cancer 
metastasis {OD06104 ) 


6.7 


Thyroid NAT INVITROGEN 

A302153 


31.8. 


97767 Lung NAT {OD06104) 


96.0 


Normal Breast GENPAK 
061019 


31.0 


87472 Colon mets to lung 
(0004451-01) 


9.7 


84877 Breast Cancer 
(0004566) 


1.4 


87473 Lung NAT {OD04451- 

02) 


42.3 


Breast Cancer Res. Gen. 
1024 


11.2 


Normal Prostate Clontech 
A+ 6546-1 (8090438) 


4 . 5 


85975 Breast Cancer 

(OD04590-o'l) 


3.7 


84140 Prostate Cancer 
(0004410) 


3.8 


85976 Breast Cancer Mets 
(OD04590-03) 


0.0 


84141 Prostate NAT 
(0004410) 


26.6 


87070 Breast Cancer 
Metastasis (0004655-05) 


13.7 


Normal Lung GENPAK 061010 


38.0 


GENPAK Breast Cancer 
064006 


1.9 


92337 Invasive poor diff. 
lung adeno (ODO4 945-01 


6.9 


Breast Cancer Clontech 
9100266 


6.5 


92338 Lung NAT (0004 945- 

03) 


47.4 


Breast NAT Clontech 
9100265 


25.4 


84136 Lung Malignant 
Cancer (OD03126) 


7.9 


Breast Cancer INVITROGEN 
A209073 


16.8 


84137 Lung NAT {OD03126) 


24.4 


Breast NAT INVITROGEN 
A2090734 


28.2 


90372 Lung Cancer 
(OD05014A) 


17.8 


Normal Liver GENPAK 061009 


40.8 


90373 Lung NAT (OD05014B) 


45.2 


Liver Cancer Research 
Genetics RNA 1026 


6.1 


85950 Lung Cancer 
(OD04237-01) 


3.3 


Liver Cancer Research 
Genetics RNA 1025 


32.8 


85970 Lung NAT {OD04237- 
02) 


26.6 


Paired Liver Cancer Tissue 
Research Genetics RNA 
6004-T 


22.1 


83255 Ocular Mel Met to 

Liver (ODO4310) 


20.7 


Paired Liver Tissue 
Research Genetics RNA 
6004-N 


7.9 


83256 Liver NAT (ODO4310) 


16.0 


Paired Liver Cancer Tissue 
Research Genetics RNA 

6005-T 


27.8 


84139 Melanoma Mets to 
Lung (OD04321) 


43.8 1 


Paired Liver Tissue 
Research Genetics RNA 
6005-N 


28.1 
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84138 Lung NAT {OD04321) 


46.2 


Liver Cancer GENPAK 064003 


12.6 


Normal Kidney GENPAK 
061008 


21.6 


Normal Bladder GENPAK 
061001 


12.8 


83786 Kidney Ca, Nuclear 
grade 2 (OD04338) 


36.7 


Bladder Cancer Research 
Genetics RNA 1023 


3.1 


83787 Kidney NAT (OD04338) 


35.1 


Bladder Cancer INVITROGEN 
A302173 


12.8 


83788 Kidney Ca Nuclear 
grade 1/2 {OD04339) 


14.3 


Normal Ovary Res. Gen. 


8.9 


83789 Kidney NAT (OD04339) 


13.0 


Ovarian Cancer GENPAK 
064008 


6.8 


83790 Kidney Ca, Clear 
cell type (OD04340) 


21.5 


97773 Ovarian cancer 
(OD06145) 


3.2 


83791 Kidney NAT (OD04340) 


23 .2 


97775 Ovarian cancer NAT 
(OD06145) 


18.8 


83792 Kidney Ca, Nuclear 
grade 3 (OD04348) 


7.2 


Normal Stomach GENPAK 

061017 


22.4 


83793 Kidney NAT (OD04348) 


19-5 


Gastric Cancer Clontech 
9060397 


9.1 


85973 Kidney Cancer 
(OD04450-01) 


100.0 


NAT Stomach Clontech 
9060396 


6.8 


85974 Kidney NAT {OD04450- 
03) 


29.7 


Gastric Cancer Clontech 
9060395 


24.3 


Kidney Cancer Clontech 
8120613 


0.5 


NAT Stomach Clontech 
9060394 


17.8 


Kidney NAT Clontech 
8120614 


7.0 


Gastric Cancer GENPAK 
064005 


9.9 



Table 22C. Panel 4.1D 



■ 


Relative 
Expression {%) 


] 


Relative 
Expression (%) 


i 

Tissue Name . 


^ ..ldtm6146f_ 
ag4001 


4 

rissue Name 


4.1dtm6146f_ 
ag4001 


93768_Secondary Thl_anti- 
CD28/anti-CD3 


20.0 


9310O_HUVEC 

( Endothel ial ) IL- lb 


20.3 


93769_Secondary Th2_anti- 
CD28/anti-CD3 


28.5 


93779_HUVEC 

(Endothelial) I FN gamma 


25.5 


93770_Secondary Trl_anti- 
CD28/anti-CD3 


23 .7 


93102_HUVEC 

(Endothel ial )_TNF alpha + 
I FN gamma 


9.2 


93 5 7 3_Secondary 
Thl_resting day 4-6 in IL- 
2 


4,6 


93101_HUVEC 

(Endothelial) _TNF alpha + 
IL4 


11.9 


93 572_Secondary 
Th2_resting day 4-6 in IL- 
2 


5 . 5 


93781 HUVEC 
(Endothelial) IL-11 


8.6 


9357 l_Secondary 
Trl_resting day 4-6 in IL- 

2 


4.3 


93583_Lung Microvascular 
Endothelial Cells none 


32.1 


93568_primary Thl_anti- 
CD28/anti-CD3 


15.9 


93 584 Lung Microvascular 
Endothelial Cells_TNFa (4 
ng/ml) and ILlb (1 ng/ml) 


14.8 


i3569_primary Th2__anti- 
CD28/anti-CD3 


18.4 


92662_Microvascular Dermal 
endothelium none 


17.1- 


93 570__primary Trl_anti- 
CD28/anti-CD3 


20.2 


92663_Microsvasular Dermal 
endothelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


10.5 


93S65_primary Thl_resting 
dy 4-6 in IL-2 


3.4 


93773_Bronchial 
epithelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) ** 


14.4 


93 566jprimary Th2_resting 
dy 4-6 in IIj-2 


1.8 


9334 7_Small Airway 
Epithelium none 


6.9 


93567 primary Trl resting 


3.2 


93348 Small Airway 


14.3 
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dy 4-6 in IL-2 

933 51_CD45RA CD4 
lymphocyte anti-CD28/anti- 
CD3 



93352_CD45RO CD4 
1 ymphocy t e_an t i-CD28/anti- 

CD3 



93251_CD8 
Lymphocy t e s_an t i - 
CD28/anti-CD3 



93353_chronic CD8 
Lymphocytes 2ry_resting dy 
4-6 in IL-2 



18.2 



Epithelium_TNFa (4 ng/ml) 
and Ililb (1 ng/ml) 

92668_Coronery Artery 

ISMC resting 



28.9 



92669_Coronery Artery 
SMC^TNPa (4 ng/ml) and 
IlLlb (1 ng/ml) 



30.1 



93107 astrocytes resting 



20.4 



93108__astrocytes_TNFa (4 
|ng/ml) and iLlb (i ng/ml) 



15.2 



14 .5 



24.1 



15.0 



93574_chronic CDS 
Lymphocytes 2ry_activated 
CD3/CD28 



10.6 



|92666_KU-812 
(Basophil )_resting 



42.3 



93354 CD4 none 



3.8 



93252_Secondary 
Thl/Th2/Trl anti-CD95 CHll 



|92667_iaj-812 
(Basophil ) _PMA/ionoycin 



100.0 



4.0 



|93579_CCD1106 
(Keratinocytes) none 



17.1 



93103 LAK cells resting 



12.7 



|93580_CCD1106 

( Keratinocytes )_TNFa and 
lIFNg 



10.9 



93789_LAK cells_IL-2+IFN 
gamma 



93788 LAK cells IL-2 



21.0 



93791 Liver Cirrhosis 



7.1 



93787 LAK cells IL-2+IL-12 



15 .0 



93577 NCI-H292 



6.7 



16.4 



93358 NCI-H292 IL-4 



10.2 



93790_LAK cells IL-2+ IL- 
18 



19.8 



93360 NCI-H292 IL-9 



16.5 



93104_IiAK 

cells_PMA/ionomycin and 
IL-IS" 



22.5 



93359 NCI-H292 IL-13 



93578_NK Cells IL- 
2 resting 



20.7 



2.9 



93109_Mixed Lymphocyte 
React ion_Two Way MLR 



193357 NCI-H292 IFN gamma 



20.7 



93777 HPAEC - 



12.9 



14.9 



93110_Mixed Lymphocyte 
React ion_Two Way MLR 



16.0 



93778_HPAEC_IL-1 beta/TNA 
[alpha 



16.8 



93111_Mixed Lymphocyte 
React ion Two Way MliR 



16.3 



93254_Normal Human Lung 
Fibroblast none 



16.3 



93112_Mononuclear Cells 
(PBMCs) resting 



4.0 



93253_Normal Human Lung 
Fibroblast_TNFa (4 ng/ml) 
land IL-lb (1 ng/ml) 



8.2 



93113_Mononuclear Cells 
(PBMCs) PWM 



15.8 



93114_Mononuclear Cells 
(PBMCs) PHA-L 



93257_Normal Human Lung 
Fibroblast IL-4 



21.8 



12.3 



93256_Normal Human Lung 
Fibroblast IL-9 



22.7 



93249 RamosjB cell) none 



24.8 



93250_Ramos (B 

cell ) _ionomycin 



93255_Normal Human Lung 
Fibroblast IL-13 



20.2 



28.3 



93258_Normal Human Lung 
Fibroblast IFN gamma 



22.2 



9334 9_B lymphocytes PWM 



16.6 



93350_B lymphoytes_CD40L 
and IL-4 



93106_Derraal Fibroblasts 
|cCD1070_re3ting 



11 . 9 



92665_EOL-l 
(Eosinophil )_dbcAMP 
differentiated 



93361_Dermal Fibroblasts 

|CCD1Q70_TNF alpha 4 ng/ml 



10.2 



93105_Dermal Fibroblasts 
jcCD1070_IL-i beta 1 ng/ml 



93248_EOL-l 

( Eos inophil ) _dbcAMP/ PMAion 
omycin 



4.1 



93772_dermal 
[fibroblast, IFN gamma 



93356 Dendritic Cells none 



9.7 



93771_dermal 
fibroblast IL-4 



93355 Dendritic Cells LPS 5.6 



|9 3 892_Dermal 
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10 



15 



1 n/\ M» /ml 

100 ng/mx 




fibroblasts none 




9 3 7 7 5__Denarx c xc 
Cells""anti-CD40 


11.4 


99202 Neutrophils TNFa+LPS 


1.4 


93774 Monocytes resting 


3.8 


99203 Neutrophils none 


0.8 


93776_Monocytes_LPS 50 
ng/ml 


7.4 


735010 Colon normal 


7 . 9 


93581 Macrophages resting 


7.3 


735019 Lung none 


17.7 


93582_Macrophages_LPS 100 
ng/ml 


4.5 


64028-1 Thymus none 


12.9 


93098_HUVEC 
(Endothelial) none 


9.2 


64030-1 Kidney none 


18.8 


93099_HUVEC 

( Endothel ial ) s t arved 


13.7 







Panel 2.1 Summary: Ag4001 The NOVIO - 100340173 gene is expressed at low to 
moderate levels across the majority of samples on this panel, with highest expression detected 
in a kidney cancer sample (CT = 29.2). Thus, this gene is Ukely to be involved in 
proUferation and survival of many different ceU types. Specific therapeutic inhibition of the 
activity of this gene product, through the use of antibodies or small molecule drugs, may 
therefore be useful in the treatment of many different forms of cancer. 

Panel 4.1D Summary: Ag4001 The NOVIO - 100340173 gene is ubiquitously 
expressed at low to moderate levels in the majority of samples on this panel (CT values = 30- 
33). hiterestingly, this gene is highly expressed m basophils after activation by treatment with 
PMA/ionomycin (CT = 27.4). Therefore, the protein encoded for by the 100340173 gene 
could play a role in the development of allergies. Antibodies against this protem could thus be 
used to reduce or mhibit inflammation observed in allergy, asthma, and psoriasis. In addition, 
100340173 gene expression is up-regulated in activated THl and TH2 cells, further suggesting 
that modulation of the protem encoded by this gene might be unportant in immune-mediated 
disease. 
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N0V12 - 87917235 

Expression of gene 87917235 was assessed using the primer-probe set Ag4003, 
described in Table 23A. 

Table 23A Probe Name Ag4003 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 ' -ATATGATTGAGAAGGCCCAAAC-3 ' 


59 


.3 


22 


765 


137 


probe 


FAM-5 • - 

CCTTTAAAATTTAGATCTGTGTCTCCCCA- 
3 ' -TAMRA 


65 


.3 


29 ^ 


789 


138 


Reverse 


5 ' -CTGTGTCTCCAGAGAGGTCTGA-3 ' 


59 


.6 


22 


818 ^ 


139 
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Expression of this N0V12 gene is low/undetectable (CT values > 35) across all of the 
samples on Panel 4. ID (data not shown). 

N0V13 - 87919652 

Expression of gene N0V13 - 87919652 was assessed using the primer-probe set 
Ag4004, described in Table 24A. Results from RTQ-PCR runs are shown in Tables 24B and 
24C. 



Table 24A. Probe Name Ag4004 



Primers 


Sequences 


TM 


Length 


start 
Position 


SEQ 
ID NO 


Forward 


5 • -CTGGACAGGTTAGGGCTTTG-3 ' 


59.7 


20 


883 


140 


Probe 


FAM-5'- 

CCTTCTGGAAGTCTGCCAGTGTCCTT-3 * - 
TAMRA 


68.9 


26 


908 


141 


Reverse 


5 ' -TGAGAGAGTTCTGGGTGTCCTA-3 ' 


58.9 


22 


939 


142 



iaoie^4i». raneiz.i 



Tissue Nam& 


Relative 
Expression (%) 




Relative 
Expression (%) 


2,ldjc4tm6143f 
ag4004 o2 


i issue Name 


2 .Idx4tm6143f 
ag4004 b2 


Normal Colon GENPAK 061003 


1 . 1 


Kidney Cancer Clontech 

9010350 

^ V ^ W w 4S V 


JL . O 


97759 Colon cancer 
(OD06064) 


1.6 


Kidney NAT Clontech 
9010321 


6.1 


97760 Colon cancer NAT 

(OD06064) 


2 . 1 


Kidney Cancer Clontech 

8120607 


1.6 


97778 Colon cancer 
(0006159) 


1.5 


Kidney NAT Clontech 

8120608 


0.2 


97779 Colon cancer NAT 
(OD06159) 


2.0 


Normal Uterus GENPAK 
061018 


1.7 


98859 Colon cancer 

(0006298-08) 


5.9 


Uterus Cancer GENPAK 
064011 


1 . 1 


98 860 Colon cancer NAT 

(OD06298-018) 


3.5 


Normal Thyroid Clontech A+ 
6570-1 (7080817) 


0.0 


8323 7 CC Gr.2 ascend colon 
(OD03921) 


0.6 


Thyroid Cancer GENPAK 
064010 


1.4 


83238 CC NAT (OD03921) 


2.0 


Thyroid Cancer INVITROGEN 
A302152 


0.6 


97766 Colon cancer 
metastasis (OD06104) 


2.1 


Thyroid NAT INVITROGEN 
A302153 


1.5 


97767 Lung NAT (OD06104) 


100.0 


Normal Breast GENPAK 

061019 


2.8 


87472 Colon mets to lung 
(OD04451-01) 


1.0 


84877 Breast Cancer 
(OD04566) 


0.7 


87473 liUng NAT (OD04451- 

02) 


4.4- 


Breast Cancer Res. Gen. 
1024 


2.1 


Normal Prostate Clontech 
A+ 6546-1 (8090438) 


0.6 


85975 Breast Cancer 
(OD04590-01) 


0.6 


84140 Prostate Cancer 
(OD04410) 


0.5 


85976 Breast Cancer Mets 
(OD04590-03) 


3.4 


84141 Prostate NAT 

(OD04410) 


1.1 


87070 Breast Cancer 
vietastasis (OD04655-05) 


4.2 


Normal Lunq GENPAK 061010 


14 .5 


3ENPAK Breast Cancer 
064006 


1.0 
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92337 Invasive poor dif f . 
lung adeno (ODO4945-01 


3.4 


3reast Cancer Clontech 
9100266 


.5 


92338 Lung NAT (OD04945- 

03) 


10.9 


Breast NAT Clontech 
9100265 


0.9 


84136 Lung Malignant 
Cancer (OD03126) 




Breast Cancer INVITROGEN 
^209073 


1.1 


84137 Luna NAT (OD03126) 


2.7 - 


Breast NAT INVITROGEN 
A2090734 


2.4 


90372 Lung Cancer 

(OD0S014A) 


3.9 


tJormal Liver GENPAK 061009 


2.5 


90373 Lung NAT (OD05014B) 


1.5 


Liver Csuicer Research 
Genetics RNA 1C26 


0.5 


85950 Lung Cancer 

vUUU4^J /-Ui.; 


1 1 


Liver Cancer Research 
Genetics RNA 1025 


3.6 


85970 Lung NAT (OD04237- 




Paired Liver Cancer Tissue 
Research Genetics RNA 

6004-T 


2.4 


83255 Ocular Mel Met to 
Liver (OD04310; 


o n 
u . u 


Paired Liver Tissue 
Research Genetics RNA 
eoo4-N 


1.6 


83256 Liver NAT (ODO4310) 


1.4 


Paired Liver Cancer Tissue 
Research Genetics RNA 

6005-T 


2.7 


84139 Melanoma Nets to 
Lung (OD04321) 


1,1 


Paired Liver Tissue 
Research Genetics RNA 

6005-N 


2 . 8 


ftdl'^R T.nna MAT fOD04321) 


3 . 9 


Liver Cancer GENPAK 064003 


2.0 


Normal Kidney .GENPAK 


0.5 


Normal Bladder GENPAK 
061001 


2.1 


83786 Kidney Ca, Nuclear 


2 . 8 


Bladder Cancer Research 
Genetics RNA 1023 


1.8 




0 7 


Bladder Cancer INVITROGEN 
A302173 


3.5 


83788 Kidney Ca Nuclear 


1 1 


Normal Ovary Res. Gen. 


1.4 


RITRQ ■) Hnp»v MAT (0004339) 


0 . 3 


Ovarian Cancer GENPAK 
064008 


0.5 


83790 Kidney Ca, Clear 


0 7 


97773 Ovarian cancer 
(OD06145) 


0.0 


Q'3'7Q1 Vt r^rtotr MAT f 01^045 40 ^ 


0 8 


97775 Ovarian cancer NAT 
(0006145) 


0.9 


83792 Kidney Ca, Nuclear 


1 2 


Normal Stomach GENPAK 

061017 


13.1 


a^lQ'i *^T%A\r KflVT ^^^1^04^4 ft) 


X . 7 


Gastric Cancer Clontech 

90603 97 


0,9 


85973 Kidney Cancer 
(OD04450-01) 


0.7 


NAT Stomach Clontech 

9060396 


6.5 


85974 Kidney NAT (OD04450- 
03) 


0.2 


Gastric Cancer Clontech 
9060395 


7.8 


Kidney Cancer Clontech 

8120613 


0.2 


NAT Stomach Clontech 
9060394 


8.3 


Kidney NAT clontech 

8120614 


0.0 


Gastric Cancer GENPAK 
064005 


4.6 



Table 24C. Panel 4.1D 



Tissue Name 


Relative 

Expression {%) 


Tissue Name 


Relative 
Expression (%) 


4.1dtm6148f_ 
ag4004 


4.1dtm6148f_ 
ag4004 


93768_Secondary Thl_anti- 

CD28/anti-CD3 


52.5 


93100 HUVEC 
(Endothelial) IL-lb 


0.0 


93769_Secondary Th2_anti- 

CD28/anti-CD3 


55.5 


93779 HUVEC 

(Endothelial) I FN qarama 


0.0 
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93770_Secondary Trl anti- 
CD28/anti-CD3 


44.4 


93102_HUVEC 

(Endothelial)_TNF alpha + 
I FN gamma 


0.0 


/ j_iseconaary 
Thl^resting day 4-6 in IL- 
2 


31.9 


93101_HUVEC 

(Endothelial) _TNF alpha + 
IL4 


0.0 


yj372_Seconaary 

Th2 resting day 4-6 in IL- 

2 


33.9 


93781_HUVEC 
(Endothelial) lL-11 


0.2 


J D/i^secondary 

Trl_resting day 4-6 in IL- 
2 


4 U . 1 


93583_Lung Microvascular 
hnaotneiial Cells none 


0 . 1 


93568_primary Thl_anti- 


lo . o 


93584_Lung Microvascular 
Endothelial Cells_TNFa (4 
ng/mi) and ILId (1 ng/ml) 


0 . 3 


93569_priniary Th2_anti- 
CD28/anti-CD3 


48.3 


92662_Microvascular Dermal 
endothelium none 


0.0 


93570_primary Trl_anti- 


A 1 Q 
4 J • O 


92663_Microsvasular Dermal 
endothelium_TNFa (4 ng/ml) 
anci XLio (1 ng/ml; 


0.1 


93565_primary Thl_resting 




93773_Bronchial 
epithelzum_TMFa (4 ng/ml) 
ana ibiD ii ng/ml; ** 


0 . 1 


93566_primary Th2_re sting 
dy 4-6 in IL-2 


23.0 


93347_Small Airway 

Epithelium none 


0.0 


93567_primary Trl_resting 
dy 4-6 in IL-2 " 


79.0 


93348_SmalX Airway 
Epithelium TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


0.2 


9j351^CD45RA CD4 
lymphocyte anti-CD28/anti- 
CD3 


23 .2 


92668_Coronery Artery 
SMC resting 


0.0 


93 3 52_CD45RO CD4 

lymphocy t e_ant i - CD2 8 / ant i - 

CD3 


62.0 


92669_Coronery Artery 
SMC_TNFa (4 ng/ml) and 
ILlb (1 ng/ml) 


0.0 


93 2 51_CD8 
Lymphocy tes_anti- 
CD28/anti-CD3 


37.4 


93107 astrocytes resting 


0.0 


93 3 53__cnronic CDS 
Lymphocytes 2ry_resting dy 


4 J . o 


93l08_astrocytes_TNFa (4 
ng/ml) and ILlb (1 ng/ml) 


0.0 1 


93 574_chronic CD8 
CD3/CD28 


29.3 


92666_Ku-812 
(Basophil) resting 


0.9 




14 . ^ 


92667__KU-812 

iBasopnii) PMA/ionoycm 


0.9 1 


9 3 2 5 2_Secondary 
Thl/Th2/Trl anti-CD95 CHll 


40.9 


93579_CCD1106 
(Keratinocytes) none 


0.1 


yjxvj llMa ceiis resting 


15.2 


93580_CCD1106 
(Keratinocytes)_TNFa and 
IFNg ** 


6.1 1 


93788 LAK cells IL-2 


52.1 


93791 Liver Cirrhosis 


3.4 


93787 LAK cells IL-2+IL-12 


23.5 


93577 NCI-H292 


0.3 


93789_LAK cells_IL-2+IFN 


29.7 


93358 NCI-H292 IL-4 


Ma I 

0.0 1 


93790_LAK cells_IL-2+ IL- 

10 


37 . 1 


93360 NCI-H292 IL-9 


0.1 1 


93104_LAK 

ceiis FriA/ lonomycin ana 
IL-18 


15.8 


93359 NCI-H292 IL-13 


0.1 


93578_NK Cells IL- 
2 resting 


100.0 


93357 NCI-H292 IFN gamma 


0.1 


93l09_Mixed Lymphocyte 
Reaction Two Way MLR 


27.5 


93777 HPAEC - 


0.1 


93110_Mixed Lymphocyte 
Reaction Two Way MLR 


27.4 


93778_HPAEC_IL-1 beta/TNA 
alpha 


0 .0 
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931ii_Mixed Lymphocyte 
Reaction Two Way MLR 


36.3 


93254_Normal Human Lung 
Fibroblast none 


0.1 


931i2__Mononuclear Cells 
(PBMCs) resting 


20.6 


93253_Normal Human Lung 
Pibroblast_TNFa (4 ng/ml) 
and IL-lb (l ng/ml) 


0.0 


93li3_Mononuclear Cells 
(PBMCs) PWM 


34.9 


93257_Normal Human Lung 
Fibroblast IL-4 


0.0 


93114 Mononuclear Cells 
(PBMCs) PHA-L 


40.3 


93256_Normal Human Lung 
Fibroblast lL-9 


0.0 


93249 Ramos (B cell) none 


2.6 


93255 Normal Human Lung 
Fibroblast IL-13 


0.4 


93250_Ramos (B 
cell) ionomycin 


3.0 


93258_Normal Human Lung 

Fibroblast I FN gamma 


0.5 


93349 B lymphocytes PWM 


27.0 


93106_Dermal Fibroblasts 
CCD1070 resting 


1.6 


93350_B lymphoytes_CD40L 
and IL-4 


6.8 


93361_Dermal Fibroblasts 
CCD1070 TNF alpha 4 ng/ml 


52.8 


92665_EOL-l 

( Eos inoohil ) dbcAMP 

differentiated 


11.0 


93105_Dermal Fibroblasts 
CCD1070 IL-1 beta 1 ng/ml 


0.2 


93248 EOL-1 

( Eosinophil ) _dbcAMP/ PMAion 

omycin 


2.1 


93 772_dermal 
fibroblast IFN gamma 


0.3 


93 3 56 Dendritic Cells_none 


2 . 3 


93771__dermal 


0 .4 


93355_Dendritic Cells_LPS 
100 ng/ml 


0 . 3 


93892_Dermal 


0.2 


93775 Dendritic 
Cells""anti-CD40 


0.2 


99202 Neutrophils TNFa+LPS 


0.8 


93774 Monocytes resting 


0 . 9 


yjj^UJ INC w i wlJiix X o iiwiic 


2.0 


93776_Monocytes_LPS 50 
ng/ml 


1.9 


/JbUlU uoxon iiuxiiiax 


2 . 8 


93 581 Macrophages resting 


1.1 


735019 Lung none 


2.5 


93 582_Macrophages_LPS 100 

ng/ml 


0.9 


64028-1 Thymus none 


19.3 


93098_HUVEC 
(Endothelial) none 


0.0 


64030-1 Kidney none 


9.5 


93099_HUVEC 
(Endothelial) starved 


0.3 







Panel 2.1 Summary: Ag4004 The N0V13 - 87919652 gene is strongly expressed in 
normal lung tissues when compared to the associated lung tumor tissue in Panel 2.1, with 
highest expression in a normal lung tissue sample (CT = 29.6). Thus, based upon this profile, 
5 expression of this g©cie could be used as a marker to differentiate normal lung tissues from 
lung tumors. Furthermore, the 87919652 gene product may be useful as a protein therapeutic 
in the treatment oflung cancer, through the use of peptides, chimeric molecules and small 
molecule drugs. 

Panel 4.1D Summary: . Ag4004 The highest expression of the N0V13 - 87919652 
10 gene is seen in NK cells (CT = 28.2 vs 29.1 to 33.1 in other activated T cells). Moderate 
expression of this gene is seen in other T cells irrespective of treatment. Besides lymphoid 
cells, the 87919652 gene is also highly expressed in dermal fibroblasts treated with TNFa. 
Therefore, modulation of the protein encoded for by the 87919652 gene could be important in 
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inunune-mediated diseases such as asthma, IBD, contact hypersensitivity, infection disease, 
allorejection and autoimmunity. 

NOV14 - 87935554 

Expression of gene 87935554 was assessed using the primer-probe set Ag3998, 
5 described in Table 25 A. Results from RTQ-PCR runs are shown in Table 25B. 



Table 25A. Probe Name Ag3998 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 ' -CTGCCCTGCTACTTGCTCTAC-3 ' 


59.3 


21 


215 


143 


Probe 


FAM-5*- 

CACCATTGTCGTGGCTACATCATCCT-3 • - 
TAMRA 


69 


26 


242 


144 


1 Reverse 


S ' -AGGACCATCTTGAGCTTGGA-3 ' 


59.8 


20 


278 


145 



Table 2SB. Panel 4.1D 



Tissue Name 


• 4to i«» ^ tarn w 

Expression(%) 




Exoression f % ) 


4.1dx4tm6155£ 

ag3998 a2 


Tissue Name 


4 .Idx4tm6l55f 
ag3998 a2 


93768__Secondary Thl anti- 
CD28/anti-CD3 


0.2 


93100 HUVEC 

(Endothelial) IL-lb 


0.7 


93 76 9_Secondary th2 anti- 
CD28/anti-CD3 


0.0 


93 779_HUVEC 

(Endothelial) IFN a^mma. 


In 7 


93770_Secondary Trl anti- 
CD28/anti-CD3 


0.2 


93102_HUVEC 

{Endothelial)_TNP alpha + 
IFN gamma 


0.4 


93 573_Secondary 
Thl_resting day 4-6 in IL- 
2 


0.2 


93101_HUVEC 

(Endothelial) TNF alpha + 
IL4 


0.3 


93572__Secondary 
Th2_resting day 4-6 in IL- 
2 


0.0 


93781_HUVEC 
(Endothelial ) IL- 11 


1.5 


93571__Secondary 

Trl resting day 4-6 in IL- 

2 


0.0 


93583_Lung Microvascular 
Endothelial Cells none 


27.4 


93568_priTnary Thl_anti- 

CD28/anti-CD3 


0.0 


93 584_Lung Microvascular 
Endothelial Cells_TNFa (4 
ng/ml) and ILlb (1 ng/ml) 


16.6 


93569_primary Th2_anti- 
CD28/anti-CD3 


0.1 


92662_Microvascular Dermal 
endothelium none 


29.5 


93570_primary Trl anti- 
CD28/anti-CD3 


0.0 


92663_Microsvasular Dermal 
endothelium_TNPa (4 ng/ml) 

and ILlb (1 ng/ml) 


7.0 


93 565_primary Thl_resting 
dy 4-6 in IL-2 


0.0 


93773_Bronchial 
epithelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) ** 


8.5 


93 566_primary Th2_resting 
dy 4-6 in IL-2 " 


0.0 


93347_Small Airway 
Epithelium none 


3.3 


93567_primary Trl_resting 
dy 4-6 in IL-2 


0.0 


93348_Small Airway 
Bpithelium_TNFa (4 ng/ml) 
and ILlb (1 ng/ml) 


16.2 


93351_CD45RA CD4 
lymphocyte anti-CD28/anti- 
CD3 


16.6 


92668_Coronery Artery 
SMC resting 


0.5 


93352_CD45RO CD4 
lymphocyte anti-CD28/anti- 


0.0 


92669__Coronery Artery 
SMC TNFa (4 ng/ml) and 


L.O 
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CD3 



93251_CD8 

Lymphocytes_anti- 

CD28/anti-CD3 



93353_chronic CDS 
Lymphocytes 2ry_resting dy 
4-6 in IIi-2 



93574_chronic CDS 
Lymphocytes 2ry_activated 
CD3 / CD 28 ~ 



93354 CD4 none 



93252_Secondary 
Thl/Th2/Trl anti-CD95 CHll 



0.0 



0.2 



0.0 



0.2 



0.0 



93103_LAK cells, resting h-Q Q 



93788 LAK cells IL-2 



93787 LAK cells IL-2-t-IL-12 |0 .5 



93789__LAK cells_IL-2+IFN 

qamma 



93790_LAK cells_IL-2+ IL- 
18 



93104_LAK 

cells_PMA/ionomycin and 
IL-IS"" 



93578_NK Cells IL- 
2 resting- 



93109_Mixed Lymphocyte 
Reaction Two Way MLR 



0.1 



0.7 



0.4 



10.5 



93110_Mixed Lymphocyte 
Reaction Two Way MLR 



4.6 



9311l_Mixed Lymphocyte 
React ion_Two Way MLR 



1.7 



93112_Mononuclear Cells 
(PBMCs)_re sting 



1.3 



93113_Mononuclear Cells 
(PBMCs) PWM 



0.7 



931l4_Mononuclear Cells 
(PBMCs) PHA-L 



1.8 



93249 Ramos (B cell)_none |o 



93250_Ramos (B 
cell ) _ionomycin 



b.o 



93349 B lymphocyte s_PWM 0.0 



93350_B lymphoytes_CD40L 

and IL-4 1_ 



0.4 



92665_EOL-l 
(Eosinophil ) _dbcAMP 
di f f erent iated 



0.0 



93248_EOL-l 

( Eos inophil ) _dbcAMP/ PMAion 
omycin '0*0 

93356 Dendritic Cells^none 144 . 9 



93355_Dendritic Cells_LPS 
100 ng/ml ^ 



55.4 



93775_Dendritic 
Cells anti-CD40 



100.0 



93774 Monocy t e s r e s t ing 



5.3 



93776J4onocytes_LPS 50 
ng/ml 



24.2 



PCT/USOl/26510 



ILlb (1 ng/ml) 



93107 astrocytes resting 



16.9 



93108_astrocytes_TNFa (4 
ng/ml) and ILlb (1 ng/ml) 

92666_Ka-812 
(Basophil) resting 



12,7 



0.0 



92667_KU-812 

(Basophil ) ^ PMA/ ionoycin 



0.1 



93579_CCD1106 

(Keratinocytes)_none 



93580_CCD1106 
(Keratinocytes)_TNPa and 

iFNg ** 



93791 Liver Cirrhosis 



93358 NCI-H292IL-4 



93577 NCI-'H292 



93360 NCI-H292IL-9 



93359 NCI-H292 IL-13 
93357 _NCI-H292_IFN gamma 
93777 HPAEC - 



93778_HPAEC_IL-1 beta/TNA 
alpha 



93254_Normal Human Lung 
F ibrobl a s t_none 



93253_Normal Human Lung 
Fibroblast^TNFa (4 ng/ml) 
and IL-lb (1 ng/ml) 



10.8 



7.9 



17.7 



5.1 



7.7 



8.0 



8.9 
4.3 
1.3 



0.9 



11.1 



6.7 



93257_Normal Human Lung 

Fibroblast IL-4 



93256_Normal Human Lung 
Fibroblast XL- 9 



93255__Normal Humsui L\ing 
FibroblastIL-13 



93258_Normal Human Lung 
Fibroblast, IFN gamma 



93106_Dermal Fibroblasts 
CCD1070 resting 



93361 Dermal Fibroblasts 
CCDl 070 TNF alpha 4 ng/ml 



7.2 



13.3 



7.6 



7.6 



26.2 



25.1 



93105_Dermal Fibroblasts 
CCD1070, IL-1 beta 1 ng/ml 



25.3 



93772_dermal 
fibroblast I FN gamma 
93771_dermal 
fibroblast IL-4 



93892_Dermal 
f ibrobl as 1 3 _none 



99202 Neutrophils TNFa+LPS 



1.2 
0.9 



2.4 



99203 Neutrophil 3_none 



735010 Colon normal 



0.4 



0.4 



4.5 
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93581 Macrophages resting 


45.1 


735019 Lung none 


7.5 


93^flT Ma /^■v*<^V^Vl art ^ e5 T DO 1 rtrt 

ng/ml*" 


16.6 


64028-1 Thymus none 


2.3 


93098_HUVEC 
(Endothelial) none 


0.4 


64030-1 Kidney none 


13.5 


93099_HUVEC 
(Endothelial) starved 


0.9 







in 



15 



20 



25 



30 



Panel 4.1D Summary: Ag3998 In lymphoid cells, the N0V14 - 87935554 gene is 
highly expressed in dendritic cells and in mature dendritic cells treated with anti-CD40 (CT = 
26.3). Moderate to high expression of this gene is also found in monocytes and macrophages 
(independently of their activation), untreated LAK cells, activated naive T cells (but not 
memory T cells), fibroblasts (demiis and lung), and endotheUal cells. This gene encodes a 
putative canalicular multispecific organic anion transporter, a member of the multidrug 
resistance-associated protein family; proteins in this family have been reported to play a 
widespread role in detoxification, drug resistance, and, due to their role in the export of 
lUiaLiiiuii*^ VHOU1J.1UC uy ivxixjr i iiiiu ivixu:^, ill uic ueiense agamsi oxiaaiive suress. see, 
Wijnholds et al, Nat. Med. 3: 1275-1279, 1997. Therefore, regulation of the 87935554 gene 
product by small molecule therapeutics could be important in the treatment of inflammatory 
diseases and cancer. 

The multidrug resistance-associated protein (MRP) mediates the cellular excretion of 
many drugs, glutathione S-conjugates (GS-X) of lipophilic xenobiotics and endogenous 
cysteinyl leukotrienes. Increased MRP levels in tumor cells can cause multidrug resistance 
(MDR) by decreasing the intracellular dmg concentration. The physiological role or roles of 
MRP remain ill-defined, however. MRP-deficient mice have been generated by using 
embryonic stem cell technology. Mice homozygous for the mrp mutant allele, mrp-/-, are 
viable and fertile, but their response to an inflammatory stimulus is impaired. This defect is 
attribute to a decreased secretion of leukotriene C4 (LTC4) from leukotriene-synthesizing 
cells. Moreover, the mrp-/- mice are hypersensitive to the anticancer drug etoposide. The 
phenotype of mrp-/- mice is consistent with a role for MRP as the main LTC4-exporter in 
leukotriene-synthesizing cells, and as an important drug exporter in drug-sensitive cells. 
Results suggest that this ubiquitous GS-X pump is dispensable in mice, making treatment of 
MDR with MRP-specific reversal agents potentially feasible. PMID: 9359705 

NOVlSa - 100399281 

Expression of gene NOV 15a - 100399281 was assessed using the primer-probe sets 
Ag391, Ag672, and Ag3999, described in Tables 26 A, 26B, and 26C. Results from RTQ-PCR 
runs are shown in Table 26D and 26E. 
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Table 26A. Probe Name Ag391 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 ' -GACGGTCACAGGTCCTCGAT-3 • 




20 


$29 


146 


Probe 


TET-5 ' -TGCACGCGTAGCCACAAGACCG- 
3' -TAMRA 




22 


597 


147 


Reverse 


5 • -GGGAACGGCAACCAGAAAC- 3 ' 




19 


573 143 



Table 26B. Probe Name Ag672 . 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 • -CCAGATCCTTTCTCCTTGATCT-S ' 


58.8 


22 


172 


149 


Probe 


TET-5 • - 

CCAAACTTTCCAGATCTTTCCAAAGCTG-3 ' - 
TAMRA 


68.5 


28 


195 


150 


Reverse 


5 ' -TGACCTGGATATTTGGATTCTG- 3 ' 


58,9 


22 


234 


151 



Table 26C. Probe Name Ag3999 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 » -AACAGAATCGAGGACCTGTGA-3 ' 


59.7 


21 


795 


152 


Probe 


FAM-5 • -CCAGCTTGCACCGGATTCCTGAT- 
3 ' -TAM3^ 


70.5 


23 


829 


153 


Reverse 


5 ' -CCCTAACCAAGCTTCCTTTACA-3 ' 


59.7 


22 


852 


154 



Table 26D, Panel 1 



3 

: 


Relative 

Expression (%) 




Relative 
Expression <%) 


Tissue Name 


ltm408f 


rissue Name 


ltm408f 


Endothelial cells 


0.1 


Kidney (fetal) 


9.5 


Endothelial cells 
(treated) 


0.0 


Renal ca. 786-0 


3.9 


Pancreas 


12.1 


Renal ca. A498 


7.2 


Pancreatic ca. CAPAN 2 


1.6 


Renal ca. RXF 393 


16.0 


Adipose 


24.8 


Renal ca. ACHN 


1.0 


Adrenal gland 


4.2 


Renal ca. UP- 31 


0.8 


Thyroid 


96.6 


Renal ca. TK-lO 


20.2 


Salavary gland 


17.1 


Liver 


22.5 


Pituitary gland 


3.4 


Liver (fetal) 


0.4 


Brain (fetal) 


3.6 


Liver ca. (hepatoblast) 
HepG2 


2.2 


Brain (whole) 


6.7 


Lung 


6.2 


Brain (amygdala) 


5.0 


Lung (fetal) 


45.4 


Brain (cerebellum) 


17,7 


Lung ca, (small cell) LX-1 


4.8 


Brain (hippocampus) 


5.7 


Lung ca. (small cell) NCI- 
He 9 


14 .6 


Brain (substantia nigra) 


B.O 


Lung ca. (s.cell var.) 

SHP-77 


5.7 


Brain (thalamus) 


14.4 


Lung ca. (large cell) NCI- 
H460 


3,6 


Brain (hypothalamus) 


9.5 


Lung ca. (non-sra. cell) 
A549 


3.1 
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Spinal cord 


11 . 9 


Lung ca. (non-.s . cell) NCI- 


1 . 4 


CNS ca. (glio/astro) U87- 

MG 


2 . 8 


Lung ca (non-s.cell) HOP- 


0 . 6 


CNS ca. (glio/astro) U- 
118-MG 


9.3 


Lung ca. (non-s.cl) NCI- 
H522 


0.4 


CNS ca. (astro) SW1783 


0.7 


Luna ^Qmiam \ CM Qf^n 


'i A c 

J4 . O 


CNS ca.* (neuro; met ) SK- 
N-AS 


0.9 


■uuii^ L.a . vsguam./ Wv-l-nb9o 


C A 

3 5.4 


CNS ca. (astro) SF-539 


1.1 


Mammary gland 


100.0 


CNS ca. (astro) SNB-75 


3 . 7 


Breast ca.* (pi. effusion) 


A ^ 

4 . 3 


CNS ca. (glio) SNB-19 


1.8 


Breast ca.* (pl.ef) MDA- 
MB-231 


1.5 


CNS ca. (glio) U251 


1.4 


Breast ca.* (pi. effusion) 
T47D 


8.3 


CNS ca. (glio) SF-295 


0.6 


Breast ca. BT-549 


3.7 


Heart 


5.8 


Breast ca. MDA-N 


0.6 


Skeletal muscle 


4.1 


Ovary 


2.8 


Bone marrow 


3.3 


Ovarian ca.' OVCAR-3 


2.3 


Thymus 


11.0 


Ovarian ca. OVCAR-4 


0.9 


Soleen 


15 1 




4.4 


Lymph node 


5.7 


Ovarian ca. OVCAR-8 


3.1 


Colon (ascending) . 


5.4 


Ovarian ca. IGROV-l 


1.6 


Stomach 


13.7 


Ovarian ca.* (ascites) SK- 
OV-3 


2.2 


Small intestine 


9.4 


uucx us 


11 . / 


Colon ca. SW480 


7 0 




Q C Q 
. ^ 


Colon ca.* (SW480 
met)SW620 


1.1 


Prostate 


6.2 


Colon ca. HT29 


1.6 


Prostate ca.* (bone 
met) PC- 3 


0.3 


Colon ca. HCT-116 


3.3 


Testis 


5.7 


Colon ca. CaCo-2 


2.9 


Melanoma Hs688(A).T 


0.6 


Colon ca. HCT-15 


2.7 


Melanoma* (met) Hs688(B).T 


0.3 


Colon ca. HCC-29 98 | 


2.3 


Melanoma UACC-62 


1.4 


Gastric ca.* (liver met) 
NCI-N87 


5.7 


Melanoma M14 


1.4 


Bladder 


10.4 


Melanoma LOX IMVI 


1.6 


Trachea j 


3.8 


Melanoma* (met) SK-MEL-5 : 


23 .2 


Kidney 


L3.7 


Melanoma SK-MEL-28 


18.8 



Table 26E. Panel 1.1 



Tissue Name 


Relative 
Expression (%) 


Tissue Name 


Relative 
Expression (%) 


I.ltm798t_ag672 


I.ltm798t_ag672 


Adipose 


3.2 


Renal ca. TK-10 


36.1 


Adrenal gland 


3.8 


Renal ca. UO-31 


0.1 


Bladder 


24.3 


Renal ca. RXF 393 


11.6 


Brain (amygdala) 


0.2 


Liver 


5.0 


Brain (cerebellum) 


3.7 


Liver (fetal) 


0.0 


Brain (hippocampus) 


3 . 1 


Liver ca. (hepatoblast) 


0.6 
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[epG2 




Brain (substantia nigra) ] 


L4 .4 I 


iung 


5.5 


Brain (thalamus) 1 


L0.4 I 


jung (fetal) - 


57 4 


Cerebral Cortex '. 


I 

J .2 t 


jung ca (non- s.cell) 

IOP-62 


3 . 6 


Brarn (fetal) 


Imng ca. (large 
L.3 cell)NCI-H460 


1 . 9 


Brciin (whole) 


iLung ca. (non-s.cell) 
L.5 NCI-H23 


3 1 


CN.v ca. (glio/astro) U- 

llc-MG '■ 


Lung ca. (non-s.cl) NCI- 

L5.3 H522 


3 0 


CNS ca. (astro) SF-539 ^ 


iLting ca. (non-sm. cell) 
D.O U549 




CNS ca. (astro) SNB-75 


Lung ca. (s.cell var.) 
0.6 SHP-77 


0.0 


CNS ca. (astro) SW1783 


iLung ca. (small cell) 
0,0 LX-1 


11.6 


CNS ca. (qlio) U251 


iLung ca. (small cell) 

1.0 piCI-H69 


17.7 


CNS ca. (glio) SF-295 


0.0 iLung ca. (squam.) SW 900 


29 3 


CNS ca. (glio) SNB-19 


j 

0.8 ] 


Lung ca . ( squam . ) NCI - 


63 .3 


CNS ca. (glio/astro) 

TTS7-MG 


1 1 1 




3.4 


CNS ca.* (neuro; met ) 

etf-M-AS 


0 . U 1 




3.8 


Mammary gland 


43.5 1 


inymua 


2.5 


Breast ca. BT-S49 


0.8 




0.8 


Breast ca. MDA-N 


0.1 


jvarxcul ca • x\3X\ajv ± 




O ^ w CI Q A • \ * 

effusion) T47D 


9.6 


Ovarian ca. OVCAR-3 


6.3 


Rfeast ca . * (ol . 

effusion) MCP-7 


2,7 


Ovarian ca. OVCAR-4 


0.0 


Breast ca.* (pl.ef) MDA- 


1.2 


Ovarian ca. OVCAR-5 


6.2 




6,2 


Ovarian ca. OVCAR-8 


1.8 


Colorectal 


0.1 


Ovarian ca.* (ascites) 
SK-OV-3 


2 . 7 


Colon ca, HT29 


0.0 


IPcUicreas 


54 . 0 


COXOn Ca • UclUO~A 


2.1 


Pancreatic ca. CAPAN 2 


0.1 


Colon ca. HCT-15 


1.7 


Pituitary gland 


14 .0 


Colon ca. HCT-116 


1.7 


Placenta 


100.0 


Colon ca. HCC-2998 


2.2 


Prostate 


1.0 


Colon ca. SW4 80 


19.1 


Prostate ca.* (bone 
met) PC- 3 


0.0 


Colon ca.* (SW480 


0.8 


jSalavary gland 


42.3 


O ^ ^^vv% s ^ 1*^ 


6.7 


iTrachea 


23.8 


Gastric ca.* (liver met) 
NCI-'N87 


9.5 


Spinal cord 


6 . 7 


' Heart 


23.0 


Testis 


0 . 0 


Fetal Skeletal 


1;6 


Thyroid 


78 . 5 


Skeletal muscle 


13.1 


juterus 


1.6 


Endothelial cells 


0.2 


[Melanoma M14 


0.0 


Heart (fetal) 


4.2 


Melanoma LOX IMVI 


0.0 


Kidney 


6.4 


[Melanoma UACCr62 


0.0 
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Kidnev f f^i-al \ 


c n 
d • U 


Mexanoma SK-MEL-28 


65 . 5 


Renal ca. 786-0 


2.0 


Melanoma* (met) SK-MEL-5 


37.1 


Renal ca. A4 98 


13 .2 


Melanoma Hs688(A).T 


0.0 


Renal ca. achn 


0.1 


Melanoma* (met) 

Hs688 (B) .T 


0.0 



Panel 1 Summary: Ag391 Two experiments were perfonned using the same 
probe/primer set; results from one of the replicate runs were discarded because the results 
were artifactual (data not shown). The NOVlSa - 100399281 gene is moderately to highly 
5 expressed across the majority of samples on this panel. However, expression is highest in 
mammary gland (CT = 26), placenta (CT = 26.1), and thyroid (CT = 26.1). Therefore, the 
100399281 gene might be useful as a marker to distinguish these tissues. In addition, the 
observed expression in mammary gland and placenta suggests a potential role for the 
100399281 gene product in pregnancy, hiterestingly, expression of this gene is much lower in 

10 5/5 breast cancer cell lines when compared to normal breast. This suggests that replacement 
of the 100399281 gene product using protein therapeutics, peptides or gene therapy would be 
valuable in the treatment of breast cancer. 

In addition, the NOV 15a - 100399281 gene is expressed throughout the CNS with 
moderate expression detected in amygdala, cerebellum, hippocampus, substantia nigra, 

15 thalamus, hypothalamus and spinal cord. Expression of this gene is decreased in CNS cancer 
cell lines relative to normal brain tissues. The secreted protein encoded for by the 100399281 
gene contains homology to thrombospondin, suggesting it may play a role in inhibiting 
angiogenesis. Therefore, treatment with the 100399281 protein, or in vivo modulation of the 
gene or the protein product may therefore be of use in slowing the growth/ inhibiting CNS 

20 tumors. Selective removal of this protein via synthetic antibodies may help to increase 
vascularization in CNS tissue undergoing repair/regeneration. 

Among the metabolically relevant tissues, the NOV 15a - 100399281 gene is expressed 
at high levels in thyroid and at more moderate levels in pancreas, adrenal gland, pituitary 
gland, heart, and skeletal muscle. Therefore, this gene product may have utility as a drug 

25 treatment for any or all diseases of the thyroid gland as well as other metabolic and 

neuroendocrine diseases. Interestingly, this gene is more highly expressed in adult liver (CT = 
28.2) than in fetal liver (CT = 33.8), suggesting that the 100399281 gene would be a useful 
marker for differentiating between the adult and fetal liver. Please note that the adipose 
sample on this panel is contaminated with genomic DNA and, therefore, expression in this 

30 tissue caimot be analyzed. 
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Panel 1.1 Summary: Ag672 The results obtained in this experiment are comparable 
to what is observed in Panel 1. Expression of the N0V15a - 100399281 gene is primarily 
associated with nonnal tissues on this panel. Highest expression is seen in placenta (CT = 25), 
thyroid (CT = 25.2), pancreas (CT = 25.7), and mammary gland (CT = 26), Therefore, the 
5 1 0039928 1 gene might be useful as a marker to distinguish these tissues. In addition, the 
observed expression in mammary gland and placenta suggests a potential role for the 
100399281 gene product in pregnancy, hiterestingly, expression of this gene is much lower in 
5/5 breast cancer cell lines when compared to nonnal breast This suggests that replacement 
of the 100399281 gene product usmg protein ther^eutics, peptides or gene therapy would be 
10 valuable in the treatment of breast cancer. 

In addition, the 100399281 gene is expressed throughout the CNS with low to 
moderate expression detected in amygdala, cerebellum, hippocampus, substantia nigra, 
thalamus and cerebral cortex. Expression of this gene is decreased in CNS cancer cell lines 
relative to normal brain tissues. The secreted protein encoded for by the 100399281 gene 
1 5 contains homology to thrombospondin, suggesting it may play a role in inhibiting 

angiogenesis. Therefore, treatment with the 100399281 protein, or in vivo modulation of the 
gene or the protein product may therefore be of use in slowing the growth/ mhibiting CNS 
tumors. Selective removal of this protein via synthetic antibodies may help to increase 
vascularization in CNS tissue undergoing repair/regeneration. 
20 Among the metabolically relevant tissues, the 1 0039928 1 gene is expressed at high 

levels in thyroid and pancreas and at more moderate levels in adrenal gland, pituitary gland, 
heart, and skeletal muscle. Therefore, this gene product may have utility as a drug treatment 
for any or all diseases of the thyroid gland and pancreas as well as other metabolic and 
neuroendocrine diseases. Interestingly, this gene is more highly expressed in adult Uver (CT = 
25 29) than in fetal Uver (CT = 40), suggesting that the 100399281 gene would be a useful marker 
for differentiating between the adult and fetal liver. Please note that the adipose sample on 
this panel is contaminated with genomic DNA and, therefore, expression in this tissue cannot 
be analyzed. 

Panel 2.1 Summary: Ag3999 Expression of the NOVlSa - 100399281 gene is 
30 low/undetectable (CT values > 35) across the samples on this panel (data not shown). 

Panel 4.1D Summary: Ag3999 Expression of the NOVlSa - 100399281 gene is 
low/undetectable (CT values > 35) across the samples on this panel (data not shown). 
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NOV16a. 101330077 

Expression of gene NOV 16a - 101330077 was assessed using the primer-probe set 
Ag3996, described in Table 27A. Results jfrom RTQ-PCR run are shown in Table 27B, 



Table 27A. Probe Name Ag3996 



Primers 


Sequences 


TM 


Length 


Start 
Position 


SEQ 
ID NO 


Forward 


5 ' -GAGTGGGCTACACCAATCAG-3 ' 


58.2 


20 


411 


155 


Probe 


FAM-5' - 

AGCGGCGCTAACGTGACTGACTAACT-3 ' - 
TAMRA 


69 


26 


437 


156 


Reverse 


5 ' -CCCTCTCAGGGAGATTGAGA-3 • 


59.3 


20 


476 


157 



5 



Table 27B. Panel 4.1D 



Tissue Name 


Relative Expression (%) 


4 . Idtm6144f_a 
g3996 


4 . Idx4tm6155£ 
ag3996 al 


937.68 Secondary Thl anti-CD28/anti-CD3 


1.3 


0.0 


93769 Secondary Th2 anti-CD28/anti-CD3 


1.9 


2.7 


93770 Secondary Trl anti-CD28/anti-Ci33 


o.d 


0.0 


93573 Secondary Thl resting day 4-6 in IL-2 


0.0 


0.0 


93572 Secondary Th2 resting day 4-6 in IL-2 


0.7 


0.0 


93571 Secondary Trl resting day 4-6 in IL-2 


0.0 


1.1 


93568 primary Thl anti-CD28/anti-CD3 


0.0 


0.0 


93569 primary Th2 anti-CD28/anti-CD3 


0.0 


0 . 0 


93570_primary Trl anti-CD28/anti-CD3 


0.8 


0.0 


93565_primary Thl resting dy 4-6 in IL-2 


0.4 


0.0 


93566 primary Th2 resting dy 4-6 in IL-2 


0.0 


o:o 


93567_primary Trl resting dy 4-6 in IL-2 


0.4 


0.0 


93351 CD45RA CD4 lymphocyte anti-CD28/anti-CD3 


0.0 


0.0 


93352 CD45RO CD4 lymphocyte anti-CD28/anti-CD3 


0.6 


0.0 


93251 CDS Lymphocytes anti-CD28/anti-CD3 


0.0 


0.0 


93353_chronic CD8 Lymphocytes 2ry_re3ting dy 4-6 in 
IL-2 


0.0 


0.0 


93574 chronic CDS Lymphocytes 2ry activated CD3/CD2B 


0.0 


0.0 


93354 CD4 none 


0.0 


0.0 


93252 Secondary Thl/Th2/Trl anti-CD95 CHll 


0.8 


1.3 


93103 LAK cells resting 


0.0 


0.0 


93788 LAK Cells IL-2 


0.0 


0.0 


93787 LAK Cells IL-2+IL-12 


0.0 


0.0 


93789 LAK cells_ IL-2+IFN gamma 


0.0 


0.0 


93790 LAK cells IL-2+ IL-18 


0.5 


0.0 


93104 LAK cells ProA/ionomycin and IL-18 


0.0 


0.0 


93578 NK Cells IL-2 resting 


0.5 


1.6 


93109 Mixed Lymphocyte Reaction Two Way MLR 


0.0 


0.0 


93110 Mixed Lymphocyte Reaction Two Way MLR 


0.0 


0,0 
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93111 Mixed Lymphocyte Reaction Two Way MLR 


0.0 


0.0 


93112 Mononuclear Cells (PBMCs) resting 


0.0 


1.2 


93113 Mononuclear Cells (PBMCs) PWM 


0.4 


1.2 


93114 Mononuclear Cells (PBMCs) PHA-L 


0.0 


0.0 


93249 Ramos (B cell) none 


0.0 


0.0 


93250 Ramos (B cell) ionomycin 


0.0 


0.0 


93349 B lymphocytes PWM 


1.4 


0.0 


93350 B lymphoytes CD40L and IL-4 


0.0 


0.0 


92665 EOL-1 (Eosinophil) dbcAMP differentiated 


0.0 


0.0 


93248 EOL-1 (Eosinophil) dbcAMP/PMAionomycin 


0.0 


0.0 


93356 Dendritic Cells none 


0.0 


0.0 


93355 Dendritic Cells LPS 100 ng/ml 


0.0 


0.0 


93775 Dendritic Cells anti-CD40 


0.0 


0.0 


93774 Monocytes restinq 


0.0 


0.0 


93776 Monocytes LPS 50 ng/ml 


0.0 


0.0 


93581 Macrophages resting 


0.0 


0.0 


935 82 Macrophages LPS 100 ng/ml 


1.8 


2.2 


93098 HUVEC (Endothelial) none 


0.0 


0.0 


93099 HUVEC (Endothelial) starved 


0.0 


0.0 


93100 HUVEC (Endothelial) IL-lb 


0.6 


0.0 


93779 HUVEC (Endothelial) IFN gamma 


0.0 


0.0 


93102 HUVEC (Endothelial) TNF alpha + IFN gamma 


0.0 


0.0 


93101 HUVEC (Endothelial) TNF alpha + IL4 


0.0 


0.0 


93781 HUVEC (Endothelial) IL-ll 


0.0 


0.0 


93583 Lung Microvascular Enaotneiiai ceils none 


ft 1 
\J . 1 


1 1 


93584_Lung Microvascular Endothelial Cells_TNFa (4 
ng/ml) and ILlo (1 ng/ml) 


f\ ft 


(\ n 
u • u 


92662 Microvascular Dermal endothelium none 


0 • 0 


A n 
U . U 


92663 Microsvasular Dermal endothelium_TNFa (4 ng/ml) 
and I Lib (1 ng/ml) 




U . U 


93773 Bronchial epithelium TNFa (4 ng/ml) and ILlb (1 
ng/ml ) * * 


0 . 0 


0.0 


93347 Small Airway Epithelium none 


0 . 0 


ft ft 


93348 Small Airway Epithelium_TNFa (4 ng/ml) and ILlb 
(1 ng/ml) 


0.0 


0.0 


92668 Coronery Artery SMC resting 


0.4 


1.1 


92669_Coronery Artery SMC_TNFa (4 ng/ml) and ILlb (1 
na/ml ) 


0.0 


0.0 


93107 astrocytes restino 


0.0 


0.4 


93108 astrocytes TNFa (4 na/ml) and ILlb (1 ng/ml) 


0.2 


0.0 


92666 KU-ai2 (Basoohil) reatina 


0 , 0 


0.0 


926 67 KU-ai2 fBasonhil) PMA/ionovcin 


0 . 0 


0.0 


9*^579 GCDn 06 f Keratinocvtes) none 


0.3 


0.0 


93580 CCD1106 (Keratinocytes) TNFa and IFNg ** 


0.0 


5.0 


93791 Liver Cirrhosis 


0.0 


0.0 


93577 NCI«H292 


0.0 


0.0 


93358 NCI-H292 IL-4 


0.0 


0.7 


93360 NCI-H292 IL-9 


1.0 


0.8 
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93359 NCI-H292 IL-13 


0.0 


0.0 


93357 NCI-H292 IFN ganuna 


0.0 


0.0 


93777 HPAPP - 


0 0 


0.0 


/ to nei\ct\^ iju X i^cua/ inn eixp*i» 


0 0 


0 . 0 


QTORA KT/^T^a 1 Unman T.inn<*T ITi VM*rtV^l a rtODA 


0 0 


0 . 0 


93253_Normal Human Lung Fibroblast_TNFa (4 ng/ml) and 
IL-lb (1 ng/ml) 


0.0 


0.0 


93257 Normal Human Lung Fibroblast IL-4 


0.0 


0.0 


93256 Normal Human Lung Fibroblast XL- 9 


0.0 


0.0 


93255 Normal Human Lung Fibroblast IL-13 


2.3 


0.0 


93258 Normal Human Lung Fibroblast IFN gamma 


2.9 


0.0 


93106 Dermal Fibroblasts CCD1070 resting 


0.0 


2.4 


93361 Dermal Fibroblasts CCD1070 TNF alpha 4 ng/ml 


3.4 


0.0 


93105 Dermal Fibroblasts CCD1070 IL-1 beta 1 ng/ml 


1.7 


0.0 


93772 dermal fibroblast IFN gamma 


0.0 


2.2 


93771 dermal fibroblast lL-4 


0.9 


0.0 


93892 Dermal fibroblasts none 


1.9 


0.0 


99202 Neutrophils TNFa+LPS 


0.7 


7.0 


99203 Neutrophils none 


0.0 


6.9 


73 5010 Colon normal 


2.6 


0.0 


735019 Lung none 


11.8 


6.0 


64028-1 Thymus none 


27.5 


19.6 


64030-1 Kidney none 


100.0 


100.0 



Panel 2.1 Summary: Ag3996 Expression of the N0V16a - 101330077 gene is 
low/undetectable (CT values > 35) across the samples on this panel (data not shown). 

Panel 4,1D Summary: Ag3996 Results from two experiments using the same 
5 probe/primer set are in fair agreement Low but significant expression of the NOV 16a - 

101330077 gene is detected only in kidney and thymus. Therefore, the 101330077 transcript, 
the protein encoded for by this gene or antibodies designed against this gene product could be 
used to identify kidney and thymus tissue. 

Example 3. SNP analysis of NOVX clones 

10 SeqCallingTM Technology: cDNA was derived from various human samples 

representing multiple tissue types, normal and diseased states, physiological states, and 
developmental states from different donors. Samples were obtained as whole tissue, cell lines, 
primary cells or tissue cultured primary cells and cell lines. Cells and cell lines may have been 
treated with biological or chemical agents that regulate gene expression for example, growth 

15 factors, chemokines, steroids. The cDNA thus derived was then sequenced using CuraGen's 
proprietary SeqCalling technology. Sequence traces were evaluated manually and edited for 
corrections if appropriate. cDNA sequences from all samples were assembled with themselves 
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and with public ESTs using bioinfonnatics programs to generate CuraGen's human SeqCalling 
database of SeqCalUng assemblies. Each assembly contains one or more overlapping cDNA 
sequences derived from one or more human samples. Fragments and ESTs were included as 
components for an assembly when the extent of identity with another component of the 
5 assembly was at least 95% over 50 bp. Each assembly can represent a gene and/or its variants 
such as splice forms and/or single nucleotide polymorphisms (SNPs) and their combinations. 

Variant sequences are included in this application. A variant sequence can include a 
single nucleotide polymorphism (SNP). A SNP can, in some instances, be referred to as a 
"cSNP" to denote that the nucleotide sequence containing the SNP originates as a cDNA. A 

10 SNP can arise in several ways. For example, a SNP may be due to a substitution of one 

nucleotide for another at the polymorphic site. Such a substitution can be either a transition or 
a transversion. A SNP can also arise from a deletion of a nucleotide or an insertion of a 
nucleotide, relative to a reference allele. In this case, the polymorphic site is a site at which 
one allele bears a gap with respect to a particular nucleotide in another allele. SNPs occurring 

15 within genes may result in an alteration of the amino acid encoded by the gene at the position 
of the SNP. Intragenic SNPs may also be silent, however, in the case that a codon including a 
SNP encodes the same amino acid as a result of the redundancy of the genetic code. SNPs 
occurring outside the region of a gene, or in an intron within a gene, do not result in changes in 
any amino acid sequence of a protein but may result in altered regulation of the expression 

20 pattem for example, alteration in temporal expression, physiological response regulation, cell 
type expression regulation, intensity of expression, stability of transcribed message. 

Method of novel SNP Identificatioii: SNPs are identified by analyzing sequence 

* 

assemblies using CuraGen's proprietary SNPTool algorithm. SNPTool identifies variation in 
assembhes with the following criteria: SNPs are not analyzed within 10 base pairs on both 

25 ends of an aligxmient; Window size (number of bases in a view) is 10; The allowed number of 
mismatches in a window is 2; Minimum SNP base quahty (PHRED score) is 23; Minimum 
number of changes to score an SNP is 2/assembly position. SNPTool analyzes the assembly 
and displays SNP positions, associated individual variant sequences in the assembly, the depth 
of the assembly at that given position, the putative assembly allele frequency, and the SNP 

30 sequence variation. Sequence traces are then selected and brought into view for manual 

validation. The consensus assembly sequence is imported into CuraTools along with variant 
sequence changes to identify potential amino acid changes resulting from the SNP sequence 
variation. Comprehensive SNP data analysis is then exported into the SNPCalling database. 
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Method of novel SNP Confirmation: SNPs are confinned employing a validated 
method know as Pyrosequencing (Pyrosequencing, Westborough, MA). Detailed protocols for 
Pyrosequencing can be found in: Alderbom et al. Determination of Single Nucleotide 
Polymorphisms by Real-time Pyrophosphate DNA Sequencing. (2000). Genome Research, 10, 
5 Issue 8, August. 1249-1265. In brief, Pyrosequencing is a real time primer extension process 
of genotyping. This protocol takes double-stranded, biotinylated PGR products from genomic 
DNA samples and binds them to streptavidin beads. These beads are then denatured producing 
single stranded bound DNA. SNPs are characterized utilizing a technique based on an indirect 
bioluminometric assay of pyrophosphate (PPi) that is released from each dNTP upon DNA 

10 chain elongation. Following Klenow polymerase-mediated base incorporation, PPi is released 
and used as a substrate, together with adenosine 5'-phosphosulfate (APS), for ATP sulfiirylase, 
which results in the formation of ATP. Subsequently, the ATP accomplishes the conversion of 
luciferin to its oxi-derivative by the action of luciferase. The ensuing light output becomes 
proportional to the number of added bases, up to aboui four bases. To allow processivity of the 

1 5 method dNTP excess is degraded by apyrase, which is also present in the starting reaction 

mixture, so that only dNTPs are added to the template during the sequencing. The process has 
been fully automated and adapted to a 96- well format, which allows rapid screening of large 
SNP panels. The DNA and protein sequences for the novel single nucleotide polymorphic 
variants are reported. Variants are reported individually but any combination of all .or a select 

20 subset of variants are also included. In addition, the positions of the variant bases and the 
variant amino acid residues are imderlined. 

Results 

Variants are reported individually but any combination of all or a select subset of 
variants are also mcluded as contemplated NOVX embodiments of the invention. 

25 NOV2 SNP data: 

* 

In the following positions os SEQ ID N0:9, one or more consensus positions (Cons, 
Pos.) of the nucleotide sequence have been identified as SNPs. "Depth" rerepresents the 
number of clones covering the region of the SNP. The Putative Allele Frequency (Putative 
Allele Freq.) is the fraction of all the clones containing the SNP. A dash ("-"), when shown, 
30 means that a base is not present. The sign means "is changed to". 

Cons.Pos.: 7216 Depth: 31 Change: C>T ; Cons.Pos.: 7118 Depth: 31 Change: C>T; 
Cons.Pos.: 7266 Depth: 31 Change: T> A ; Cons.Pos.: 7328 Depth: 31 Change: C>T; 
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ConsPos.: 7355 Depth: 35 Change: C > T ; Cons.Pos.: 7365 Depth: 38 Change: C > T ; 
ConsPos.: 7368 Depth: 38 Change: C> T ; ConsPos.: 74;M Depth: 27 Change: G> A. 



NOVS SNP data: 

AN0V3 variant cDNA, CG56383-01, was cloned that extended from nucleotide 1938 
5 to 3129 of SEQ ID N0:5. SNP variants found in CG56383-01 are shown in Table 28. Two of 
the SNPs are in the coding sequence of N0V3, with one change from T to C at nucleotide 
position 2089, and the other change from T to A at nucleotid position 2630. Two additional 
SNPs are in the 3' non-coding region, with two nucleotides (both Ts) at nucleotide position 
3019-3020 deleted when compared to SEQ ID NO: 10. The N0V3 sense strand (SEQ ID 
10 NO:10) and encoded polypeptide (SEQ ID N0:61 1) are used in Table 28 as the reference 
sequences to determine the base positions of the cSNPs and coding variants. 



Table 28. cSNP and Coding Variants for NOV3 



ST Position 

of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


2089 


T 


C 


N/A 


None 


2630 


T 


A 


214 


Ser>Thr 


3019 


T 


deletion 


N/A 


N/A 


307.0 


T 


deletion 


N/A 


N/A 



NOV4 SNP data: 

15 One or more consensus positions (Cons. Pos.) of the nucleotide sequraice have been 

identified as SNPs as shown in Table 29. "Depth" represents the number of clones covering 
Cons Pos.: 75 Depth: 18 Change: T > C ; ConsPos.: 517 Depth: 20 Change: T > C ; the region 
of the SNP. The Putative Allele Frequency (Putative Allele Freq.) is the fraction of all the 
clones containing the SNP. A dash ("-"), when shown, means that a base is not present. The 

20 sign ">" means "is changed to". Cons.Pos.: 75 Depth: 18 Change: T > C ; Cons.Pos.: 517 

Depth: 20 Change: T > C. 

N0V4 has two SNP variants, whose variant positions for their nucleotide and amino 
acid sequences are numbered according to SEQ ED N0s:18 and 19, respectively. The 
nucleotide sequences of these N0V4 variants differ as shown in Table 29. 



Table 29. cSNP and Coding Variants for NOV4 


NT Position 
o£ cSNP 


Nild Type 

NT 


Variant NT 


Axolno Acid 
position 


Amino Acid 
Change 


718 


A 


G 


179 


I>V 


1134 


A 


G 


N/A 


None 
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NOV5 SNP data: 

N0V5 has ten SNP variants, whose variant positions for their nucleotide and amino 
acid sequences are numbered according to SEQ ID NOs:26 and 27, respectively. The 
5 nucleotide sequences of these N0V5 variants differ as shown in Table 30. 



Table 30. cSNP and Coding Variants for NOV5 


NT Position 
of cSNF 


wild Type 
MT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


172 


A 


G 


36 


E>K 


203 


T 


C 


N/A 


None 


273 


T 


C 


70 


S>P 


283 


G 


A 


73 


G>E 


287 


C 


T 


N/A 


None 


381 


G 


T 


106 


D>Y 


424 


c 


T 


120 


A>V 


460 


A 


G 


132 


Q>R 


504 


G 


. A . 


147 


E>K 


559 


C 


T 


165 


S>F 



NOV7 SNP data: 

N0V7 has four SNP variants, whose variant positions for their nucleotide and amino 
10 acid sequences are numbered according to SEQ ED NOs: 43 and 43, respectively. The 
nucleotide sequences of these N0V7 variants differ as shown in Table 31, 



Table 31. cSNP and Coding Variants for NOV7 


NT Position 
of cSNP 


wild Type 
MT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


187 


T 


c 


N/A 


None 


222 


T 


c 


16 


V>A 


229 


A 


G 


N/A 


None 


377 


A 


G 


68 


N>D 



NOV8 SNP data: 

15 N0V8 has two SNP variants, whose variant positions for their nucleotide and amino 

acid sequences are numbered according to SEQ ID NOs:50 and 51, respectively. The 
nucleotide sequences of these N0V8 variants differ as shown in Table 32. 
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Table 32. cSNP and Coding Variants for NOV8 


MT Position 

of cSNP 


wild Type 
NT 


Variant MT 


Amino Add 

position 


Amino Add 

Change 


2060 


G 


A 


N/A 


None 


2127 


T 


C 


73 


F>L 



NOV9 SNP data: 

N0V9 has three SNP variants, whose variant positions for their nucleotide and amino 
acid sequences are numbered according to SEQ ID NOs:52 and 53, respectively. The 
5 nucleotide sequences of these N0V9 variants differ as shown in Table 33. 



Table 33. cSNP and Coding Variants for NOV9 


NT Position 
of cSNP 


wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


206 


C 


T 


69 


A>V 


615 


G 


T 


N/A 


None 


649 


A 


G 


217 


M>V 



NOVIO SNP data: 

The novel variants for the DNA and protein sequence for the novel hypothetical 22.2 
10 kDa protein SLR0305-like / Type lEb plasma membrane-like gene are reported here as variant 
Acc. No, 100340173. Variants are reported individually but any combination of all or a select 
subset of variants are also included. 

NOVIO has four SNP variants, whose variant positions for their nucleotide and amino 
acid sequences are numbered according to SEQ ID NOs:60 and 61, respectively. The 
1 5 nucleotide sequences of these NOV 1 0 variants differ as shown in Table 34. 



Table 34. cSNP and Coding Variants for NOVIO 


NT Position 

of cSNP 


Nild Type 

NT 


Variant NT 


Amino Acid 
position 


Amino Add 
Change 


542 


c 


T 


59 


T>I 


643 


c 


T 


93 


L>F 


645 


T 


C 


N/A 


None 


667 


A 


G 


101 


T> A 



NOV12 SNP data; 
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NOV 12 has one SNP variant, whose variant position for its nucleotide and amino acid 
sequences is numbered according to SEQ ID NOs:72 and 73, respectively. The nucleotide 
sequence of the N0V12 variant differs as shown in Table 35. 



Table 35, cSNP and Coding Variants for NOV12 


NT Position 
of cSNP 


Wild Type 
NT 


Variant NT 


Amino Acid 
position 


Amino Acid 
Change 


2048 


A 


G 


87 


H> R 



NOV15 SNPs and cSNPs: 

One or more consensus positions (Cons. Pos.) of the nucleotide sequence have been 
identified as SNPs; "Depth" represents the number of clones covering the region of the SNP. 
The Putative Allele Frequency (Putative Allele Freq.) is the fraction of all the clones 
10 containing the SNP. A dash ("-"), when shown, means that a base is not present. The sign 
means "is changed to". 

Cons.Pos.: 648 Depth: 6 Change: - > A Putative Allele Freq.: 0.333 AA translation 
view (alpha) Fragment Listing: -> 1469138 12(+,i,l 1965,0936) Fpos: 137 r> 147572388 
(+,i, 1 19650936) Fpos: 1 72 Multi-Trace View 

15 

OTHER EMBODIMENTS 

Although particular embodiments have been disclosed herein in detail, this has been 
done by way of example for purposes of illustration only, and is not intended to be limiting 
with respect to the scope of the appended claims, which follow. In particular, it is 

20 contemplated by the inventors that various substitutions, alterations, and modifications may be 
made to the invention without departing from the spirit and scope of the invention as defined 
by the claims. The choice of nucleic acid starting material, clone of interest, or library type is 
believed to be a matter of routine for a person of ordinary skill in the art with knowledge of tlie 
embodiments described herein. Other aspects, advantages, and modifications considered to be 

25 within the scope of the following claims. 
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WHAT IS CLAIMED IS: 

1 . An isolated polypeptide comprising an amino acid sequence selected from the group 
consisting of: 

(a) a mature form of an amino acid sequence selected from the group consisting of 
SEQ ID NOS-.l, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52. 54, 60, 62, 64, 
70, 72, 74, 76, 82, 89, 91, 99 and 101; 

(b) a variant of a mature form of an amino acid sequence selected from the group 
consisting of SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 
54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 and 101, wherein one or more 
amino acid residues in said variant differs from the amino acid sequence of said 
mature form, provided that said variant differs in no more than 15% of tiie 
amino acid residues from the amino acid sequence of said mature form; 

(c) an ammo acid sequence selected from the group consisting SEQ ID N0S:1, 8, 
10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 
89, 91, 99 and 101; and 

(d) a variant of an amino acid sequence selected from the group consisting of SEQ 
ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 
72, 74, 76, 82, 89, 9 1 , 99 and 1 0 1, wherein one or more amino acid residues in 
said variant differs from the amino acid sequence of said mature form, provided 
that said variant differs in no more than 15% of amino acid residues from said 
amino acid sequence. 

2 The polypeptide of claim 1 , wherein said polypeptide comprises the amino acid 

sequence of a naturally-occurring alleUc variant of an amino acid sequence selected 
from the group consisting SEQ ID NOS: 1 , 8, 10, 12, 1 8, 20, 26, 28, 34, 36, 42, 44, 50, 
52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 and 101. 

3 , The polypeptide of claim 2, wherein said allelic variant comprises an amino acid 
sequence that is the translation of a nucleic acid sequence differing by a single 
nucleotide from a nucleic acid sequence selected from tiie group consisting of SEQ ID 
N0S:2, 9, 11, 19, 27, 35, 43, 51. 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102. 
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4. The polypeptide of claim 1 , wherein the amino acid sequence of said variant comprises 
a conservative amino acid substitution. 

5. An isolated nucleic acid molecule comprising a nucleic acid sequence encoding a 
polypeptide comprising an amino acid sequence selected from the group consisting of: 

(a) a mature form of an amino acid sequence selected from the group consisting of 
SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 
70, 72, 74, 76, 82, 89, 91, 99 and 101; 

(b) a variant of a mature form of an amino acid sequence selected from the group 
consisting of SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 
54, 60, 62, 64, 70, 72, 74, 76, 82, 89, 91, 99 and 101, wherein one or more 
amino acid residues in said variant differs from the amino acid sequence of said 

amino acid residues from the amino acid sequence of said mature form; 

(c) an amino acid sequence selected from the group consisting of SEQ ID NOS: 1, 
8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 
82, 89, 91, 99 and 101; 

(d) a variant of an amino acid sequence selected from the group consisting SEQ ID 
N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 
74, 76, 82, 89, 91, 99 and 101, wherein one or more amino acid residues in said 
variant differs from the amino acid sequence of said mature form, provided that 
said variant differs in no more than 15% of amino acid residues from said 
amino acid sequence; 

(e) a nucleic acid fragment encoding at least a portion of a polypeptide comprising 
an amino acid sequence chosen from the group consisting of SEQ ID NOS: 1 , 8, 
10, 12, 1 8, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 62, 64, 70, 72, 74, 76, 82, 
89, 91, 99 and 101, or a variant of said polypeptide, wherein one or more amino 
acid residues in said variant differs froni the amino acid sequence of said 
mature form, provided that said variant differs in no more than 15% of amino 
acid residues Srom said amino acid sequence; and 

(f) a nucleic acid molecule comprising the complement of (a), (b), (c), (d) or (e). 
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6. The nucleic acid molecule of claim 5, wherein the nucleic acid molecule comprises the 
nucleotide sequence of a naturally-occurring allelic nucleic acid variant. 



7. The nucleic acid molecule of claim 5, wherein the nucleic acid molecule encodes a 
polypeptide comprising the amino acid sequence of a naturally-occurring polypeptide 
variant. 

8. The nucleic acid molecule of claim 5, wherein the nucleic acid molecule differs by a 
single nucleotide firom a nucleic acid sequence selected from the group consisting of 
SEQ ID N0S:2, 9, 1 1, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 
102. 

9. The nucleic acid molecule of claim 5, wherein said nucleic acid molecule comprises a 
nucleotide sequence selected from the group consisting of: 

(a) a nucleotide sequence selected from the group consisting of SEQ ID NOS :2, 9, 
11, 19, 27, 35, 43, 51. 53, 61, 63, 65, 71, 73, 75, 83, 90, 92. 100 and 102; 

(b) a nucleotide sequence differing by one or more nucleotides from a nucleotide 
sequence selected from the group consisting of SEQ ID N0S:2, 9, 1 1, 19, 27, 
35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 102, provided that no 
more than 20% of the nucleotides differ from said nucleotide sequence; 

(c) a nucleic acid fragment of (a); and 

(d) a nucleic acid fragment of (b). 

10. The nucleic acid molecule of claim 5, wherein said nucleic acid molecule hybridizes 
under stringent conditions to a nucleotide sequence chosen from the group consisting 
SEQ ID N0S:2, 9, 11, 19, 27, 35, 43, 51, 53, 61, 63, 65, 71, 73, 75, 83, 90, 92, 100 and 
102, or a complement of said nucleotide sequence. 

11. The nucleic acid molecule of claim 5, wherein the nucleic acid molecule comprises a 
nucleotide sequence selected from the group consisting of: 

(a) a first nucleotide sequence comprising a coding sequence differing by one or 
more nucleotide sequences from a coding sequence encoding said amino acid 
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sequence, provided that no more than 20% of the nucleotides in the coding 
sequence in said first nucleotide sequence differ firom said coding sequence; 

(b) an isolated second polynucleotide that is a complement of the first 
polynucleotide; and 

(c) a nucleic acid firagment of (a) or (b). 

12. A vector comprising the nucleic acid molecule of claim 1 1 . 

13. The vector of claim 12, fiirther comprising a promoter operably-linked to said nucleic 
acid molecule. 

14. A cell comprising the vector of claim 12. 

* 

15. An antibody that binds immunospecifically to the polypeptide of claim 1 . 

16. The antibody of claim 15, wherein said antibody is a monoclonal antibody. 

1 7. The antibody of claim 1 5, wherein the antibody is a humanized antibody. 



18. A method for detennining the presence or amount of the polypeptide of claim 1 in a 
sample, the method comprising: 

(a) providing the sample; 

(b) contacting the sample with an antibody that binds immunospecifically to the 
polypeptide; and 

(c) determining the presence or amount of antibody bound to said polypeptide, 
thereby determining the presence or amount of polypeptide in said sample. 

19. A method for determining the presence or amount of the nucleic acid molecule of 
claim 5 in a sample, the method comprising: 

(a) providing the sample; 

(b) contacting the sample with a probe that binds to said nucleic acid molecule; and 

(c) determining the presence or amount of the probe bound to said nucleic acid 
molecule, 
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thereby determining the presence or amount of ucleic acid molecule in said sample. 

20. The method of claim 19 wherein presence or amount of the nucleic acid molecule is 
used as a marker for cell or tissue type. 

2 1 . The method of claim 20 wherein the cell or tissue type is cancerous. 

22. A method of identifying an agent that binds to a polypeptide of claim 1 , the method 
comprising: 

(a) contacting said polypeptide with said agent; and 

(b) determining whether said agent binds to said polypeptide. 

23. The method of claim 22 wherein the agent is a cellular receptor or a downstream 
effector. 

24. A method for identifying an agent that modulates the expression or activity of the 
polypeptide of claim 1, the method comprising: 

(a) providing a cell expressing said polypeptide; 

(b) contacting the cell with said agent, and 

(c) determining whether the agent modulates expression or activity of said 
polypeptide, 

whereby an alteration in expression or activity of said peptide indicates said agent modulates 
expression or activity of said polypeptide. 

25 . A method for modulating the activity of the polypeptide of claim 1 , the method 
comprising contactmg a cell sample expressing the polypeptide of said claim with a 
compound that binds to said polypeptide in an amount sufficient to modulate the 
activity of the polypeptide. 

26. A method of treating or preventing a NOVX-associated disorder, said method 
comprising administering to a subject in which such treatment or prevention is desired 
the polypeptide of claim 1 in an amount sufficient to treat or prevent said NOVX- 
associated disorder in said subject. 
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27. The method of claim 26 wherein the disorder is selected from the group consisting of 
cardiomyopathy and atherosclerosis. 

28. The method of claim 26 wherein the disordo: is related to cell signal processing and 
metabolic pathway modulation. 

29. The method of claim 26, wherein said subject is a human. 

30. A method of treating or preventing a NOVX-associated disorder, said method 
comprising administering to a subject in which such treatment or prevention is desired 
the nucleic acid of claim 5 in an amount sufficient to treat or prevent said NOVX- 
associated disorder in said subject. 

3 1 . The method of claim 30 wherein the disorder is selected from the group consisting of 
cardiomyopathy and atherosclerosis. 

32. The method of claim 30 wherein the disorder is related to cell signal processing and 
metabolic pathway modulation. 

33. The method of claim 30, wherein said subject is a human. 

34. A method of treating or preventing a NOVX-associated disorder, said method 
comprising administering to a subject in which such treatment or prevention is desired 
the antibody of claim 15 in an amount sufficient to treat or prevent said NOVX- 
associated disorder in said subject. 

35. The method of claim 34 wherein the disorder is diabetes. 

36. The method of claim 34 wherein the disorder is related to cell signal processing and 
metabolic pathway modulation. 

37. The method of claim 34, wherein the subject is a human. 
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38. A phannaceutical composition comprising the polypeptide of claim 1 and a 
pharmaceutically-acceptable carrier, 

39. A pharmaceutical composition comprising the nucleic acid molecule of claim 5 and a 
pharmaceutically-acceptable carrier. 

40. A pharmaceutical composition comprising the antibody of claim 15 and a 
phannaceutically-acceptable carrier, 

41 . A kit comprising in one or more containers, the pharmaceutical composition of claim 
38. 

42. A kit comprising in one or more containers, the pharmaceutical composition of claim 
39. 

43. A kit comprising in one or more containers, the pharmaceutical composition of claim 
40. 

44. A method for determining the presence of or predisposition to a disease associated with 
altered levels of the polypeptide of claim 1 in a first mammalian subject, the method 
comprising: 

(a) measuring the level of expression of the polypeptide in a sample from the first 
mammalian subject; and 

(b) comparing the amoimt of said polypeptide in the sample of step (a) to the 
amount of the polypeptide present in a control sample from a second 
mammalian subject known not to have, or not to be predisposed to, said 
disease; 

wherein an alteration in the expression level of the polypeptide in the first subject as compared 
to the control sample indicates the presence of or predisposition to said disease. 

45. The method of claim 44 wherein the predisposition is to cancers. 

261 



BNSOOCID: <WO 



.0216599^" ■ > 



wo 02/16599 PCT/USOl/26510 

46. A method for detennining the presence of or predisposition to a disease associated with 
altered levels of the nucleic acid molecule of claim 5 in a first mammalian subject, the 
method comprising: 

(a) measuring the amount of the nucleic acid in a sample from the first mammalian 
subject; and 

(b) comparing the amount of said nucleic acid in the sample of step (a) to the 
amount of the nucleic acid present in a control sample from a second 
mammalian subject known not to have or not be predisposed to, the disease; 

wherein an alteration in the level of the nucleic acid in the first subject as compared to the 
control sample indicates the presence of or predisposition to the disease. 

47. The method of claim 46 wherein the predisposition is to a cancer. 

48. A method of treating a pathological state in a mammal, the method comprising 
administering to the mammal a polypeptide in an amount that is sufficient to alleviate 
the pathological state, wherein the polypeptide is a polypeptide having an amino acid 
sequence at least 95% identical to a polypeptide comprising an amino acid sequence of 
at least one of SEQ ID N0S:1, 8, 10, 12, 18, 20, 26, 28, 34, 36, 42, 44, 50, 52, 54, 60, 
62, 64, 70, 72, 74, 76, 82, 89, 91, 99 and 101, or a biologically active fragment thereof. 

49. A method of treating a pathological state in a mammal, the method comprising 
administering to the manmial the antibody of claim 15 in an amount sufficient to 
alleviate the pathological state. 
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